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(19) ^7^mmT;vm'7^::^'7r^—^ti^^ ^mmmm^MTM]):7^:^yr^—^ 
-efc§. (17)(D;^&o 

(2 1 ) jfiL ^ Mm^>^<^MM^Umi-^^t^WUti-^^ ( 1 5) - ( 20) (D V ^-rtL 

(22) jfiLffi(D^tSi5^>-^-?i^«»(Da!is;os. mmmm!imKx^n^h<Dx:h^^ (21) 

(23) T7\-^V:7:t::^yT^—^m\^Xh^ (22) (D;^^o 
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(b) (l5)-(28)(DV^-rt^>^l^(^:*^fe^-J;^9. ttflB«^#1*$tv/c#fcMbi^J;i*5{t 
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{3s)h.^(D^;^m^>^<^'S.^(Dm'&f)K wm^'i^m'^KXJonoW'Q^^^ (37) 

(39) ^*^14^5, T;v^Vy^:^'7r^—^^^'r^^^ (38) (D;^^^ 

(40) *0j!^;6^ mmmm^f^n.-^mtm^'^^^^. (3i)-(39)(Dv^-f ti.^^(^:^?io 

(41) fe^$lJ^ia^iJ^S, tMSWfe^^lJ^iB^lJ^-^t^titD-efe^S. (31) - (40) (D\ ^ 

—^Zfvi^—^—, Ubiquitin Czfvi'^—^—^ Elongation factor 1 alpha (EFla) 
eg- — ^. — ^ j3 -actin^ci^^ — — ^ Glyceraldehyde-3-phosphate dehydrogenase y^vi 
— — ^ PhosphoglycerokinaselT^n^^ — — ^ j3 2-Microglobulin'7^n^' — ^ — :io j; 
TJ? i8 -Glucronidase:7'a^— ;e)^^)/ce§P;5^^)SiR$tv§ii^^ce<^^i^O(Z)ga^J-efe 
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(51) (D — (45)(DV^-ftL^^<^^^^-fflV^§fc^?)(D, ^^s^iJ^^-z-^i^W^^i— Ki-^ 
[0012] FLAP basic^i?i5^— >^9^^K<^fllat^^-ro 

[g|2]|g2{*, HRE-PLAPi^#— :7'^;^5:Kco«3t^^-ro 

[|1|3]E|3(*, HRE-PLAPWtK— :/9^^K^A*fflaS(^PLAP?S'|4(D^^ff|^;^^^ 

[EI4]S4{*. HRE-PLAPi/;j<— ^— :/^;?^5K^A^Ji^^5<— K-^!>;?^J;i^T#*tb 

[Bl5]|l|5fi, dsRNA^?i.^i^^— :7°9;^^Kc»«jt^^i-o 

[E|6]|g6{*, HIF-1 a dsRNA^^^i^i5^— :/^>^^K(D«5t^^-ro 

[Bl7]|g7{*. HIF-1 a dsRNAmm.':f9:^^h^^mmAmilk(DPLAPf^i^(Dimr^^ 

^^i-o PLAP0^(Di£ii*fi3g^{^, m.mmm&(2%)mmx^(7)m^^PLAP^ 
mu^mmmmmm (21%) j^a-ecDi^ji&ctipLAP^ttfB-ei^bT^fefco 
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[|1|8]|1|8(*, HIF-1 a dsRNA^^:/^;^5:K^^^AilfflJiMC)HIF-l a mENAMcoM 
[09] El 9}*, HIF-1 a dsRNA|§^:7'9>^5:K^^^AiBi}ai^l3— >'2D4*5j;t;?=i^hl3 

[H 1 1]® 1 1 It. HRE-PLAPV^^?— i5^-^^;^5K^AIHJ3S^5<~K'^'>;?^fcJKiSl^^ 

[m 12]|E| 1 VEGF-PLAPV#— ^9^5:K<7)fl|jt^^i-o 

[m 13]|1| 1 VEGF-PLAPi/#— :7^^>?>^K^AlHJ!^^p?— K-^'>;^f-m^l^ 

#Wbfc^,^(D^m^^i-o 0^(D^^^U«#^^(DlfiLctiPLAP?S'|4^^i-o 

[|l|14]|E|14fi. pCREBP2x2-tkPLAP^i^^— (D^5t^^i-o 
[|l|15]|l|15f*. pCRBP2x2-TK promotei-PLAP basic^i^i?^— (D'Sag^T^i'o 
[|1|16][1|16{*. STAT6-PLAPV4^°— i?'— :/^;^5K(D«3ig^^i-o 

[EIi7]|i|i7fi, STATe^Jg.-^i^iS'— :7°7:^5:K(D^t3g^^i-o 

[|1118]018{i, STAT6-PLAP1/:^?— :7'^>^5:F\ STAT6^^^i^i5''— :/^><>5:K^ 
^AU. ^^^m^J}^(DtML4#^MXWM24^Km<^PLAP^tt<Dm'fl^* 

[|1119]|l|19f*, STAT6-PLAP1/JJ^— ^5?— STAT6m^^^^—:fy^^\^^^ 

ik^PLAP^^(Dm^^^^^ir, 

[12120] |l|20(^, STAT6-PLAPW7K— i?'— :7°9;;^5:K. STATG^JS^i^iJ^— ^^^^[K^ 
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i.f:imm<D'^^^^ir, m^m%i^sk^pLAPi[^^. ^^Mi^mmi^m^^irom. 
[0013] £xri^^mm(Dmm<Dj^mK-D\^^xnmir^o &.r(Dmm<DjBmi'i. 

[0014] 1. 

[0015] -<:7°^m;^/v^>^^LT«. -^hy^iNf iJ^-<:7°^K\ liJ^T$l3^/v^>- ( 

n^i^^^^. #pjia$!i^:ij^/v^^. ^mfkm 
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H^(Fyx.fi\ iimmmw^^. mmwmmmmm^. M.f\^u^^mmm^. 
. #?i^^{jEitH^^. M^itms^^. ^mmi^m^. vy^^^y^-v^'^imm^ 

[0016] 1^-fh;^7^^^LT^^. ^^'^'7r—^y^'^\\M^. ^^hiy:^. ^^u^r— 

So 

[0017] mmti^xi^. mx.i-£. d^^^-^^^^m^m m^\^. '^vy-:fny^T—^m^\^. v 

hMUm^^ii. hMUm^^iii. jfiL?S^@H^^vii, jfiL?g^@H^^viii, jfelg^ 

HH^ix, «^^@H^x, «^^@H^^xi, M^HH^xii, M^HH^x 
III#). :/^>^5y-<>'V^mbH^. ^{l:M^^m(0-yx.fi. ;^w?-;^drv/Kv?;;^ 

[0018] -^<D#,(D^^S^>'^-?i>'®^LT{*. Mx.fi. prostate-specific antigen, 
apolipoprotein A-\^:ib^^\-fhfh^o 

[0019] ^fc. ^7^mm.^:y^<^ma~^. m.(D^-^^vm^M-^fht:M^'^y^<^'S.h-^i^fi^ 
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His#). :fviT4-^cm}f. -^/i^h—^'^^^iy^^^MiuBP)^ ^m^^^yv>m'^m. 

y^^n— ^/V:7r— v?_h(D3it°h— FLAG(Hopp et al. (1988) Bio/Tehcnol. 6: 
1204-10). Icki^^^ pl8 HIVBffvH-x HSV-i5^iJ^(th^^^/V^>^'^7-f7V;^*ti5?:/^-?^®) 
, SVAOT^mWi}^. T7-i5?i/(T7 genelO^^^-^i^®), VSV-GPifvH'CVesicular 

stomatitis'>^7^;7^;^i5'^/-?i^®)^(D^>'-^-^^®-^fc{*^:7°^K(D^;ft^fc{^— 

[0021] w^(D^^mmi^>-^<^m^m.^^^—:^^hm^^nmm^nfz.^mmi^>-^<^M ( 

if^ \HtE^(D^mm^^^^<^Mtmnx^^h(Dxh^^t7!)mia.\ \ i^^ttco^^ 

mm^'^^<^Ktm-mx^^^mMco^^mmi^>'^<^nt\^xn. mK.i-£. 
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[0022] 2. 6^mm^:y^<^mmM^^^— 

So 

[0023] ^vm-^^y^^^w^^^^^—^^m-r^M^m^^^^^^—it. ^mm^>^<^ 

fh^ (Molecular Cloning, A Laboratory Manual 2nd ed., Cold Spring Harbor Press 
(1989); Current Protocols in Molecular Biology, John Wiley & Sons (1987))o 

[0024] ^T. ^^^j^ga^jif*. m'¥mi^^\±^Wotimmnm(D^txh 

[0025] :fvi^—i^—tL-Xl^. TT'V'>^/V>^late^t2^—i5'— (Kaufman et al. (1989) Mol. 

Cell. Biol. 9: 946), CAG^a^— ^5?-— (Niwa et al. (1991) Gene 108: 193-200), CMV 
immediate early:/n^— ^5?— (Seed and ArulFo (1987) Proc. Natl. Acad. Sci. USA 
84: 3365-9), EFl a >^n^— i$7w-(Mizushima et al. (1990) Nucleic Acids Res. 18: 
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5322; Kim et al. (1990) Gene 91: 217-23). HSV TK^Vi^—i^—. SRa:/^^—^ 
— (Takebe et al. (1988) Mol. Cell. Biol. 8: 466), SV40:^n^—i5'— (Mulligan et al. 
(1979) Nature 277: 108). SV40 early>^n^—i5^— (Genetic Engineering Vol.3, 
Williamson ed.. Academic Press (1982) pp.83-141). SV40 late:7V^— (Gheysen 
and Fiers (1982) J. Mol. Appl. Genet. 1: 385-94). RSV(.'7^:^^M^4/^:^)-LTR:f 
(CuUen (1987) Methods Enzymol. 152: 684-704). MMLV-LTR>^n^— ^5?- 

[0026] ^^-e. rxKD><^i^:^^Kj ^{*. mWii(Dv':t^i^]}yi^mm (DNA) ^fcWMm^ 
iRNAM(DMm'^tli^MmM:^^hti:^M^i^^i^U DNA. cDNA. y/ADNA. 
-^^DNA^T^RNA^-^tfo ^^J^^(Dit^^i£i^^(c:j^i:CT-^t?#yp<i^W:^ 

[0027] m^mmm^'^^mmtit^ m^mmm^7f)^'^-B-ir^mm^\^ mK.it. ^> 

x^:x1^— . i^>^1^5/i^— . _h^|SfiPBa^J (upstream Regulatory Sequence) ^cCif^^^ 

M-n-A^h^. Kimura, et. al. (2001) The Journal of Biological Chemistry, 276: 
2292-2298). 1L4 responsible element (J^T> riL4REj i!|5^-f §J#-^^5$5§^ Richard 
Moriggl, et. al. (1997) Molecular and celluar Biology, voU 7:3663-3678) . E2F^'6' 
:^SiB^'J (Ginsberg, et. al. (1994) Genes & development, 8(22): 2665-2679). ^:^h 
ny^^^^l^^-a-ia^J (Fawell, et. al. (1990) CeU, 60(6): 953-962) . GATA-H^-a- 
:^SBa^J(Orkin (1990) Cell, 63(4): 665-72) . API ^'^:^SBa^J (Wasylyk, et. al. 
(1989) Molecular and cellular biology, 9(5): 2247-2250) . p53il^-^Jt^iB^J (Levine, 
et. al. (1991) Nature, 351(6326): 453-6) *^cf*-?:<Z)'ftjl<Z)fe^H^I^'o'@S^lJ ( 
Steffen, et. al. (1992) Nucleic Acids Research, 20(1): 3-26) tf:}f^^^ir^^t7^^X 

HREirbT«. mx.it. Ba^j#-^:i-e*$tb5ia^j. mm^'^:2xm^Mmm. 
ia?ij#^:3-eift$ti.^ia^ij. m^m^:4xm^th^mmj:t'^mfhn. ^f^b< 
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Seidel, et al. (1995) Proc. Natl. Acad. Sci. USA, vol92:3041-3045) , 0^L<{i. SB 

[0028] :Ltih(Dm^mmm^w^mm^t^:^]}^^^:^^m'i. mm^^mmm^'^ 

[0029] ^/c. 5^^^M^57>'/■^i5^®^=^— Ki-§:!Ky5<i?W::^-^K{i. 

-Ki-6^^@a^J^*{;i:/^-^'^-^^tfb. jt^^iitiS^ (pgr) (Current 
Protocols in Molecular Biology, John Wiley & Sons (1987) Section 6.1-6A)iCX^^ 

'7^yh. 'y-^^. /Ni.:^^?'— . =-UhV. •^v'. -^^\ }^^yi^m(DW}^. 

[0030] cDNA^^:7'^y — (^f^J^;^fe(cloV ^Xi-t^ ITMolecular Cloning, A Laboratory 

Manual 2nd ed.Jl(Cold Spring Harbor Press (1989))^0mir^^t^tX^^o i^f^. rff 

m<^cDNAy4yyV—RX^^yj>>y4yyV—^m^^XhX\^ \ 

[0031] j:«9A#:e^tc. cDNA9-r:/9y— <z)f^M(-*5v^T}i. ^-r. i^mm^>^<^M^=i— 

M^'t^W: (Chirwin et al. (1979) Biochemistry 18: 5294-9). AGPCfe (Chomczynski 
and Sacchi (1987) Anal. Biochem. 162: 156-9) ^(D^A^(D^mcXKl ^RNA^MM 

mRNA Purification Kit (Pharmacia) ^^fflV^TmRNA^WMi~^o Quick Prep 
mRNA Purification Kit (Pharmacia) (DX^f'^. WMmRNA^MM:ir^f^^<D^^yh^^\ 
mi^XhX\^\ ^K^htlf^mRNAib^hM^'^^^^m^^XcDNA^^^ir^o AMV 
Reverse Transcriptase First-strand cDNA Synthesis Kit (:^{b^X^) COX'^t^ 
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fflbfc5'-RACE& (Frohman et al. (1988) Proc. Natl. Acad. Sci. USA 85: 
8998-9002; Belyavsky et al. (1989) Nucleic Acids Res. 17: 2919-32) IZlilJ-^^. R 

afe^j^^y:/^ (Maruyama and Sugano (1994) Gene 138: 171-4; Suzuki (1997) Gene 
200: 149-56) m(D^^(D^m^Wimir^^t^,X^^o -hi6<^ J;5 f-bT#fetl./c 
cDNA«. imm^i:-<^^—^Km-^T2<t^^ti!)^X^^o 

[0032] ^mm^^^^<^M^^—}'^ir^yi<v^^^:t^}^'(Dmmmm(Dmmi^. 

—lydf—^^—Z^n>'WS>&n%<sr et al. (1977) Proc. Natl. Acad. Sci. USA 74: 5463) # 
\Ciy)nb^h-h^X^^o )g^^J^cCDNA^>'-:^3i>'i^-^flJ^LTia^J^^Wt-^ 

[0033] '^iJ'^— -^(;)fe^0y^iB^|J^-^t^/i<yp^i^w:;^-^K:^3J;U5i}'^^M^^^-^i^®^=3— 
^JRg^^i^^^^^lJffii~S^i!ti'e#6(Cur^ent Protocols in Molecular Biology, John 
Wiley & Sons (1987) Section 11.4-11.11; Molecular Cloning, A Laboratory Manual 
2nd ed., Cold Spring Harbor Press (1989) Section 5.61-5.63)o 

[0034] ^fc. ^^^M^>'^'?:^®l§m-<:^^-«. 5>tSMi5'W-?i^®^m-<i^i5'-:^^Ab 

's'-rv^>'»'i4afe^. tv— n-^^v'^iittta'e^^) ■^^3fe^>'^-^^« (gfp. 

EGFP#)^=3— Ki-^^y-<:r^K^ce^;$s^tf^tv^o 
[0035] $^>{;i. ^«^^^/-?i^«^m-<i5'^— f*. 0*b<f*^^^-<i^i5^— ^^M^p^-eii 

i|>Si-§/ci6<Dori. ^t/?f^afei^$tvfc?t^^jg^i-5fcfe(Z)->'— itfs^^# 
[0036] ^f^b<fi^^aii-5;^^5^(7)PLAP^^i?^— 
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[0037] 3. ^mm^i^^<^n^'m.^^^—fim7^-^f\^fdmm 

[0038] ^:i^mm^>^<^n^m.^^^—^^^xir^mm-i. Wim^^m'^W£h(Dx^ti 

mmmm. ^mm. mum. ^vrmm. mm & mm. -wmmm. 

?^-^>^^j>^mfk. "y^^^v^^iy^mm. m&mm. Ai^mm. \H^mM. mmwm 

^^^^jv^'y-mm. wmmm. m-^n. mmm. ^m. wm-. m 
mmm. -H-^M. T^-nmm. ^wmm. wmm^\^<\mm, 

mm. ~^ftaz.fhhmm(ommmm. wmm. ^m\Mm^\^<nmwmmf^}£')f)^ 
m~fhx\.. m\^^^\^<\i-'^m\Mmyji^mmmm-h^m'fhf\.^ 
[0039] m^mm^(Dj;fmm.^^~y^<^%^'m.-^^^—(DM7<a. 3H/i^h.-Kw— ^xa^^ 

(Chu et al. (1987) Nucleic Acids Res. 15: 1311-26), lJ^'ir=-V'^'^)^y—J>^'^. 



y^N/l-'j^^^L&CCurrent Protocols in Molecular Biology, John Wiley & Sons (1987) 
Section 9.1-9.9). ^/J^;^~9>^W^^fflbfcii:^^^A&. 

y/Ky'aii^v'3:^(Derijard (1994) Cell 7: 1025-37; Lamb (1993) Nature Genetics 5: 
22-30; Rabindran et al. (1993) Science 259: 230-4). ^)T^'7a^^^V~y^ 
(GIBCO-BRL). y^^;^/Vi/r>i^&(Chen and Okayama (1987) Mol. Cell. Biol. 7: 
2745-52). DEAE7''^;^h^>'&(Lopata et al. (1984) Nucleic Acids Res. 12: 
5707-17; Sussman and Milman (1985) Mol. Cell. Biol. 4: 1642-3). FuGene6^^ 
(Boehringer-Mannheim)#(clJ:t9fT5^i::d^'t?^6o 
[0040] m^mmcDmm^. ag^bfclHJ§St^jgbfc<i^^(D;^iSfet^J;«9^f5^i:;as-et§o ^ 
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DMEM. MEM. RPMI1640. IMDM. F12#(Djg-J^&^ffiV^, li^^^Kjt-C^^y^^!^ 

[0042] ^mm^:y^<^M^m.^^^—mAmm'i. 0^b<{*m^i-6;*:^K(^)PLAP-< 

[0043] 4. ^mi^>^<^MM(Dm^:lj^ 

. ELISA. RIA. EIA. :7n— ih^MMJ— , •>ai;^^^:7'n^yh^) , ^n'^h^"'^:7^— , 
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XHis#). T'n^^^ciff^H-. ^/uh—:^W^^^^^<^M(MBP\ :fe^i/n:/y^^^ 

^y^n—^/l-:7r—iy±<D:r.}^°h—y'). FLAG(Hopp et al. (1988) Bio/Tehcnol. 6: 
1204-10). \ck^^. pis HIVif>H". HSV-i5''i/(fch^M^/V^-:^!^^/V'^5^i5'^^-^i^®) 
, SV40T^i^8lf>H'. T7-^i^(T7 genelOi^^^^<i^M). VSV-GPif>H"(Vesicular 

x^nh(D^:f^}'^^mmir^^i^^m\^^^^t7f)^x^^o 

So 

i^f:i\^^mmK^Mir^h(DXh<>xh.mM'tf:ii-i^^m^mmir^^mmM 

[0047] ^^mmi^>'^<^M^^nnm^-^'^n^^m^:y^<^Mm'i. m^zs^^thitji^i^ 
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[0048] 5. w^vmm'^^^Mz.^n^w^mM^^(Dm^^'\^<^m'M:^W: 

ii^mmdf>'^<^mmm-^^d'—mxmm^m^vmm\^m$rr^^h\z.i:^xmh 
fifz.^ym^^^^^^m.^m^^^m^Ymm^'fMzim ^x . ^wm. ^(d^^ w^m 

^tfi^X^^o "Sfc. ^W.-lr^MMi. in vivo-ej^^$tl/fctj(D-efeoTtjJ:V^(Asano 
et al, Jpn J Cancer Res. 1999 Jan;90(l):93-100)o 

[0050] ^^mm^>'^<^mm^-<^^-mxm'm^. rnhmmK^m-r^o ^m^ti^^^i 
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mm. ^m. ^m. ±mm. ^^m. m<D^. #m. um. mm. m. 
m^m m. /j« . stw. mm. mm. mrm. mnst. m^m. m% 
. mM:. mm. ^T-n. mm. #*s-^>feif)^5fe(f ^^^So 
[0051] ^mir^mmm-t. wi^m'^^n^. mK-i-^. lo'/^^^^io'ceiis/head. $?^b< 

{ilO';e)^^)10'cells/head, j;«9^^L<{ilO';0^^1O'ceUs/head, #i^^^L<fi 
5 X 10^/5^^)5 X lO^cellsXhead-efe^o 

[0052] ^mi^mL^xi-±. «^^<©M#«bTt>m^b. mm!^m^m^mcwm^ti 

o ^fc. M^<D^^tfj:^mi^(Mx.it. cytodexS (Amersham Bioscience, 

^ly. "y^^^. ^^<y>^m. zfti^:^^^^:^^. ^y=i-^^/^y:fy>. 

. ^mi^mmwmmmmm^ (bPCF) . ^tt^it^^BisiimH^ (aPCF) . j^/Jn 

^**itmH^^(PDGF). h9^;^7;j— ^^-^^Jtmia^-^ (TGF-^). T^v^:^ 
:^=rL^> (angiopoietin) . ^mS^mMm^ (HGF) ^-^A/f£t>(D^#^4L-Ct> J: 

[0053] ag^^>'<?SerHl lB#rHl^^bl095 0 . 0^V<l^2mmt^h365 0 . J: 

M^J^^ft3K(DtiO-efe^^^^. ^(^asj^iss^tb^fev^^s^ ikm. skm. skm 
. Wi. m^mw^j:}f. 0'^i^<i^skm. skmxi-ttkm. x'otii-'^\^<nskmt.fcnskm 

^i$imt}^xm\^^^^ti!)m^\.\\ ^mi^t'^i^mit. ^m^^^^^^nm^mmir 
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[0054] mm-^mm^^^^^mi-i. ^7^mm^>'^-^^mmm^^^—^^hm'¥^n. m 

>^<^mmmmu nhtitL^^m^^^^^^mm^mmt-r^^t^cxox. 

[0055] 6. ^\ihmm^Tyi-K:is\^x.m^f^m^sem^-^^^it^^^:^^v—=^i^^-r^ 
^mmi^:y^<^Mmu^^^—mAm^^4¥^hW}mi^^m'r^^ti^xoxmh 

m^^m^^^tKx^xnhfhfz.^mm^>^<^n^M^-^^4¥^vmm^'f^^^^ 

!ii^^m^ir^^tiz.x^x^ #fcMbi^^7^Vvt;i*3V^T. ^y^mm^Bm^-^K.^^t 

[0056] j^T. ^^nuKmrnr^o 

PS^^tt-f . -^^rlx-fi. HRE. IL4RE. E2Fl^^mm^m. 3i;^bny^^^#:$§^Ba 
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Seidel, et al. (1995) Proc. Natl. Acad. Sci. USA, vol92:3041-3045) . ^*L< IB 

[0057] mm(D^mx\ ^mm^^^^^mmm.^^^-mAms^^^^hmm^fM^^ 
mm^¥. ^r^¥. mm\Hi^^. mmpni^^. mm\Hi^^m^^hifhn^o ^ti 

Ig/kg. ^*L<«100ng/kg;?)^felg/kg. J;90^b<{*lmg/kg;O^e>lg/kg. 

#t^0^b< 1 0mg/kg^^^>300mg/kg-e*>§o 

[0058] ^i^m^(D^m<^:^^<^mm(Dmmi^. mm(D:}jmxn^^t7!)^x^^o 

i.2\^^j.Ai. mM^<mM^^-t. xy)mM^<m..m^Ai. m\^UM^<mM^^^ 
^m. ^mt^^. Tf^')^^u:t^Y\ mm^mm. mmmmm. mi^^mm. mm 
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i^Uy^^}^. V^^4J>>^i^^:t^}^\ double strand RNAfj:}f7i^^^Mo ^^"C. 
double strand RNA^f*, RNA^^(Fire, et. al. (1998) Nature, 391:806-811) ^51 # 

[0060] 7. ^^ihmm^Ty^i^^^^^x.^m^^y^^MM^mmt'Lxmmmskm^xxi 

[0061] i^T^ J:*9f¥lBtctE«-f-§o 

tinmmwm^m'^'t^ijmKis^-^xit. ^vm^i^^^^mm^^^^—Kn. is 

t-6^^^$IJ^BS^fJ^}* . tg^6^(- (constitutively) ^^^A^^gt^^^bTV ^§iS^lJ 

^/pce-w-^w-^ Ubiquitin C::/n^— , Elongation factor 1 alpha (EFla) :7°ti^— 
— ^ i8 -actin^ti^^ — — ^ Glyceraldehyde-3-phosphate dehydrogenase y'^ti^' — 
Phosphoglycerokinase:7"n^— iJ'— ^ )3 2-Microglobulin:/n^— iJ'— ^ j8 
-Glucronidase:7'T3^— ^^^ffii-;5-^;e»S-e#§o SV40:7't3^— irLTf*. 
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[0062] ^^-e. unmrn^^mmmrnKx^m^mm't. nK-'^<Dm^^^'rtmx.h 

tsWi^^Xh^o 

:^^®»^it|Sei-sri!f^J;t9. fF\imm^fMz.^\^x^ #1fibfc«#:<Dii^^ 

[0064] 8. ^}ihmm^y^Mcm^x^^m^i^^<^Mm^mmt]^x^mms^m^xxi 

m^m^'r^^t\z.i^oX^ #th»ji^^7^>v{;i*5V^T. #^lt^JIS^(;i^#^^;t§ 
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[0065] j^T> ^^urnKwrnrT^o 

^5:v^>^d^^— if y^'n^— , Ubiquitin Cy'°Ci^— i?^— . Elongation factor 1 alpha 
(EFla) -ifu^—^—, ^ -actin:7'ci^— , Glyceraldehyde-3-phosphate 
dehydrogenase Zfv^^' — — ^ PhosphoglycerokinaselT^n^' — ^ — ^ j3 
2-Microglobuliny^a^— , i3 -Glucronidasey^n^— ^^>Kffii-5ri!^S-e# 

[0066] ttfili<D;^&-e\ ^BM^^^^-^^®^m-<^i5^-#A?MJ3a^#*b. #tMj]f^^-7^^ 
^TS-^. Higf^^^. l^^rtS-^. gS^rtS^#;5Sfctf 

Ig/'kg. ^*b<f*100ng/'kg/D^^)lg/kg. J;<90^b<{*lmg/'kg;O^^>lg/kg, 

#t^0^b< 1 Omg/kg;6^^>300mg/kg-efcSo 

[0067] i\:.-^m^n^-^thfz.4-^\ivmm^T^7V(D^w-m^(D^j^m^^^^<^'mm:. nmm 
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[0068] 9. il!|^^5/h 

MSi-s^i';fe(tiitBr7. #t^»]i^^y^vv^i:^Bv^T. ^^m^^^^<^MM^mmti.x 
V ^-c. ^:^m^>^<^mm^mmt\^x^mmmmi^i:x3/^f^mmMwm\^^m^ 

[0069] ^^^^^^^^^m.^'^-^^^-m-Kmu^^-rmm^vvn.. (d m\-mm'^ 



wo 2005/090580 



28 



PCT/JP2005/005257 



i^mmmir)5:^mmm^7. #thW]j^^^>vf^^3v>T. ^^m^^^^^mm^mm 
[0070] ^mm^i^^<^mmm.^^^-mAms^^^mi^f^4¥^hmm^^ir^m\m^^y 
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[0071] 10. :^mm<DPLAP 

[0072] :^mm{^^^^x.mmmmr/v^vy:t:^^r^—~^(&^r. ^plap] tm^-r^^t^^ 
h^)ti-i. mmi^mMu T/i^^vy:t:^yr^—^t\.x<Dmmm^^mir^^'j^ 

>^^K^V^V^, mx.i-^. GenBankT^-fe5/v'3>'#-i-M13077-e^$tl.6T5y^ia^J^ 

Mi3077-e^$tb§T^y^ia^ij^^^>/^§^°y^:7°^K-e$)§o T7V^v^:i-:^^r^—'^ 

Kx<^xm^-r^^t^^x^^o 

i-^#y-<:r^KdW^b<. la^m-^: ii-e^$tt^T5y^iB^j;o^fejfc^#y-<:r 

[0073] :^mn(DPhAP\z.^\^xuMKmH'r^o 

um^^:iixm^fh^T^/mumtmnm^m—(DT^/mumt\.x\t. 
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[0074] ^fc. m^m^-:ii-^M^n^T^ymMmtmMm^\^—<DT^ymmmtvx\^ 

m^\t. (i) um^^-.iixm^fh^T^/mum^(Di-5mmipx^<m-^m. 

w^m^ : 1 1 xm^fi^T^/mun (0*l< « i - s jis . $ ^> {z:0*b< \^ 

m)(DT^/m-dm<Dr^/m.xmM^f\^t:.r^ymi.m. (v) Aimx)-<xw)^u^^t> 
[0075] ixf«#:te<^T5y^:$5^^. nx. nmipfm.m\\^fhtiT^/^umf)^hfi:^ 

^:/5^Kti. ^%m(D^m\^^i^fl^ (Mark et al. (1984) Proc. Natl. Acad. Sci. 
USA 81: 5662-6; ZoUer and Smith (1982) Nucleic Acids Res. 10: 6487-500; Wang 
et al. (1984) Science 224: 1431-3; Dalbadie-McFarland et al. (1982) Proc. Natl. 
Acad. Sci. USA 79: 6409-13)o 

[0076] r^ym(DmMt\t. um^(DT^/mM^(D—^)^Aii)^, mfi:^mm.(DT 
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^(Ala, He, Leu, Met, Phe, Pro, Trp, Val), ^MM\^T5,/^Asn, Cys, Gin, Gly, 
Ser, Thr, Tyr), ^ttT5y^(Asp, Glu), MM\^T^yMArg, His, Lys), f ftT^/^ 
(Ala, Asn, Cys, Gin, Gly, lie. Leu, Met, Phe, Pro, Ser, Thr, Trp, Tyr, Val). l^ml^M 
T^/miMa, Gly), ^^T5:y^(lle, Leu, Val), HVti^i^T^ymiSer, Thr), T5:KM 
T5:y^(Gln, Asn). '^^T5:7^(Cys, Met). 3§=#;^T5y^(His, Phe, Trp, Tyr), M 
mm^r^ymiHis, Trp), ^^y^CPro, 4Hyp)mK^mir^^ti)^X-^^o 

^LV\ ^Xh. Ala, Val, LeuAU^IleOOr^, Ser^mhrOOF^, Asp^U^GluOF^, Asn 
^U?Gln(Dr^, LysJtU?Arg(Dr^, Phe^OTyr(DF^(DMi^{*, ^>^^<^M(D^M^^ 

[0077] ^^pj!(Z)PLAPfc{*, m(D^y°^vm-fM^tifcm^^:^^<^Mh^^ti^o 

PjcDPLAPtc#;(jp-r^-<:/^Ki:b-Cfi, ^ly^/v^^^^-^mMMnA). ^jx^^^^ri^^ 
h^^';?^^'^^— €(GST), ^ZT^^I^:^^. ^m^iy^^i^^^^ieXHis. 10XHis#), 7° 

:7r— v'-htD^tT— :7'), FLAG(Hopp et al. (1988) Bio/Tehcnol. 6: 1204-10), \cki^ 
i/, pl8 HlVm}^. HSV-^i^(ilh^m^/^^:^^4/l^:^^i^^^^<^M\ SV40T^Milf 
vH", T7-^i5^XT7 genelO^:/^-?^^®), VSV-GPW';i-(Vesicular stomatitis 

mm'^:iixm^th^r^/mmmtm&:m^m—(DT^/mnm^^^\^. m^m 
iixm^f\^^r^ymmm^^h^j:^^v^y'^\'^tmMm^mM(DPLApmi^^^ 

U ^5^0, m^m^^m^ti^X^fJ:-^V^^^}''fj:t^^m'tl.^\ ^^X\ rpLAP^i^ 

]ti'i. PLAPK^i-f)5T/]^:fyvy:t:^:7r<^—^(Dmmf^i^^Mmir^o mnm^m 
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^*b<«3%J^_h. j;<90^b<«lO%^_h, XW-^\^<l^30%J^±(DPLAP 

m^^mir^m^i^mmmz.mw(Dm^^mir^t\^^^^t7!)^'r:^^^,PLApm^(D 

[0079] 11. :^^m<DPLAP^^^— 

^^x^^^^^—^\ ^. ifmn(DPhAP^m^^^^^tt>^x^^^^^—x^fi\i 
[0080] ;2|s:^5g(DPLAP^i^^— ^b-cf*. ^^^—\zm.'^f^mun^t^-^v^^\y:t^Y 
^^#^^dov ^x\-tm^mmwM'r\^^mm^PhAP^:=x—Y'r^^])%^'^:t 

m(DPLAP^=i—'Fir:5^V^^U:t^h^^t^^m.^i^^—^^^ifhti^o 
[0081] ::2^^0j!(DPLAP^=i— Ki-^*°y3=:^l/::e-^K(*. iS?iJ#^: lO-C^^tb^^^iB^iJ 

PLAP^=3-K-r^^^BH^J^^-r§#yp<i^w:t-^KT*fe;h.^i PSfe$;h.jfev >o Mx. 

«\ @a^ij#^: ii-e^:b$;rb^T^yM?'j^=3--Ki-§^y^^w:t-^K(is»^: 
io-e^$ti.§^^ia^jfc;()Px.T. afe^Bt^(Diimtcj;«9ia^j#-^: io-e^$ti.6 

mKm^xm\^<i-mwcm<DT^ym^^^^. Mm*fc{*#;tip$tbfcT5:7^ 

mm^hti^mmm^'^^}''xh^x. PLAP?stt^^L. 

[0082] ga^j#-^: io-e^$;}x;5^^ga^j^ll®e^jc:i^-(D^^ia^j^^i-§>j<y^i^i/ 

pSEAP. pSEAP2(:^n>7^iy^|±^)(Dt|5^ga?iJ;5^b/ce^^y^^W:^5^K-efe 
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«9. ^n>-7^5/^i±;0^^>^A«^i:^s-e^§„ 
[0083] ^fc. ^mm<DPLAP^=i—V'r^:^V^i^\^:t^m. iB^J#-^ : 10(^|E^(D^^ 
mm^m^':fy4'^—^m$YU mm^mm^^ (pgr) (current protocols in 
Molecular Biology, John Wiley & Sons (1987) Section e.l-e.'OKX'O. th. 9 

[0084] ^Tf-. ;^^K<^PLAP^=t— Ki-6;3<y5?i^i^:^^K^^#i-6;^^*(0— -^ii^lE^ 

^^^_^^^5;pi^l3tgi3i(Kiney, et. al. (1983) 26(1): 91-99) ^Pvu Il-C-^ifU 

MCSBa^J8if>H-^#S^t/55-et^o ^^MCS@a^J8if>H-^-<i^^-:/7;^^KpUCi8 

#l&«t*^^^±)<^Pvu Ili^^hctJ-^. y;^— ^^HJ^?(TAKARA, Cat. 6022) lClj;J9# 

Ab-^^^— :/7^5KpUG131^#5ri:^5-e^;5^ 

thJl^^cDNA^-r:/^y— iB^J#:^: 16:JoJ:U?ia^lJ#-^: 
fc:^y=fDNA^>^^--l''^— ^bTPCRMJiS^^ToT273 bpOPLAP cDNABIf>H'l^# 
5r:i!;5S-e#5o ^l-. fcMl^^cDNA^^:7'^y-^ilMi!LT. ga^J#-^:18*5j;t^ 
iS?IJ#^: 19-e:^L/-:^y=f'DNA^:7'^^-^— ^L-CPCRMJ^^^ffoT1028 bp(D 

PLAP cDNAif>i-2^#^^^;5S-e#;5o Z/^-T"^— C)ife^ia?IJfi^T<^^*5«9-efc§o 

: CCAGAATTCCTGCCTCGCCACTGTCC (ia^J#^: 16) 
-/^^-^_ : TTAGGATCCTGGCAGCTGTCAC (Ba^J#-^ : 1 7) 
r/^-f-^^ : GTGACAGCTGCCAGGATCCTAA (BS^U^^ : 18) 
: AGGACCGTGTAGGCCTCCCTGT (ia^J#-^ : 1 9) 
^^^PLAP cDNA8ff>i-l*3j;T^2SrBam HI-e§]»fm^ y;^f — ^'SJ^;: (TAKARA, 
Cat.6022) l;ii«9]e*§b. PLAP cDNA8lf>i-3^#S^^^5-e#§„ ^^^PLAP 
cDNAif>T"3^Eco Rl*Dj;t)?Sma J-C^ifb. Eco R1*d j:t/Sma I-e^if^tvfc 
pBlueScript KS (Stratagene) 4^^, y;(f— If Mi^S (TAKARA, Cat.6022) (cl j;«9jf Ai" 
^^Ltib^-r^^^o #e)tt/c:7'^;?^5:KMnd Ill5oJ:mma I-e§38ffL-r. PLAP cDNAif 

[0085] PLAP cDNA(D3'#JKlf>t^'a'^i-S/ci?)t^. @a^lj#^: 20*Dj;tJ^ia^lJ#^: 21-e^ 
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l.fc:t])=^DNA^m^^^i:^i^X-T^—])>'if^'^fc^. DNA polymerase^ffiV^m;^ 
^DNAPW^^T^irU pUG131(DHinc U'^4hKV:ff—^^ft-(JAKARA, Cat.6022) KX^ 
WAir^^tTi^'T^^^o mmy9^^}'^^Xma mXXfAat II-C^ifbT. FLAP 

cDNAir>T-5^#^^i:^S-e^5o :t])=^DNA(Dm.mEmi^^T(Dtm'Ch^o 
:t-y=fDNA: 

AAGCCCGGGATCGTAAGGCCTACACAGTGCTACTGTATGGCAATGGCCCAG 
GGTATGTCCTAAAGGATGGAGCTAGACCAGATGTCACAGAGTCAGAG(Ba^J 

#^:20) 
:^y=fDNA: 

AAAGACAGCGACGTCTTCCCCTGCGTGAGTCTCTTCATCTAACGGTACGGC 
CGATTGCTGACGGTACTCTGGAGATCCAGACTCTGACTCTGTGACAT(BB^J 

#-^:21) 

[0086] iB^J#-^ : 22^o j;t>WlJ#-^ : 23-e^Lfc:^y DNA^jg m f^^W^'T 

^^—V^^^'^fc^. DNA polymerase^ffiV^T^;^p:^DNABlT>H'i!b. pUG131(DHinc 
IIi^-rhf;iy;?f— ^'SJ^;;(TAKARA, Cat.6022){c:j;«9if Ai-^rir^s-e^So ^f^^ 
^:/9;^^K^Aat II^JiU^^Bgl ii-e§]^bT. PLAP cDNAif>t6^#S^^dS-e^§„ 

:^y=^DNA(D:^Sia?IJ{*J^T(^^*5«9'efe§o 
::^-y=fDNA: 

GGAAGACGTCGCTGTCTTTGCAAGAGGTCCCCAGGCACATCTCGTGCATGG 

CGTACAGGAACAGACTTTCATCGCTCATGTAATGGCATTCGCAGCATda^lJ 

#-^:22) 

:^y::fDNA: 

TCCAGATCTGGGTTAACCTGGATGGGCAGCGTCTGTCGTACCTGCTGGTGG 

AGCTAAATCGCAAGCGGTATATGGCTCCAAACATGCTGCGAATGCCATTdE 

^^PLAP cDNAilf>i-5*5j;U?6^, ^hh^^CibXma mXXJ^Bgl llX^mWrVti 
pUGlSlct^-^. y:^— ^'HJ^^(TAKARA, Cat.6022) KX^WAir^^t-d^X^^o 
:/9^^K^Xma I*Dj:U^^Bgl llXmmi-^^t\Z.X<0. PLAP cDNAif>t7^#^i^;aS 
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[0087] J^V iB^J#-^ : 24*5 J;U?ga^J#-^ : 25'^^l.ti:tV=^DNA^^m^^ T^—V 

:t-y =f DNA : AATTCAAGCTTACCATG (ia^lj#-^ : 24) 
:^y=f DNA : GTAAGCTTG (ga^J#-^ : 25) 

— FLAP cDNA8ff>t4i!PLAP cDNABIf>i'7^, pUG131(DHind III / Bgl 
KV^^—^Rlt^iTAKARA, Cat.6022) t;iJ;(9#Ai-^i^^^^-e^^o '^5^^°^:^^K^ 
Eco RI*Dj;t;?Sph I-e^ifb. ^^T^V^— DNAl^U;(f— g^HJ^i^(TAKARA, 
Cat.6022) KXV)WA-r^^t7i^-^^^o ^.^CD^m^X^. :^mm<DPLAP^=i—Vr 

^^^v^^^^t^h^mm^"^: 10) ^n^^t^^x-^^o 

[0088] ;2^^PJ!(Z)PLAP^3— K-r§^y^^l^:^^K{^'a-m^. ia^ij#-^: 1 l-C^^t^^ 

fcT^y^ga^J^^t— Ki-6^yp?^V:^^K{*. ITMolecular Cloning, A Laboratory 
Manual 2nd ed.J(Cold Spring Harbor Press (1989))^ ITCurrent Protocols in Molecular 
Biology JOohn Wiley & Sons (1987-1997);#tCSection8. 1-8.5), Hashimoto-Goto et 
al. (1995) Gene 152: 271-5, Kunkel (1985) Proc. Natl. Acad. Sci. USA 82: 488-92, 
Kramer and Fritz (1987) Method. Enzymol. 154: 350-67, Kunkel (1988) Method. 
Enzymol. 85: 2763-6#l;i|B«(D§|5^#Me^^M^^^#<50;^&{c:t^§oT|^M-r 

^/c, ^yj^iJ^l/^^^Kt^^M^^A-r^t^}*, Kunkelfe^ Gapped duplex&#<D 

QuikChange™ Site-Directed Mutagenesis Kit (^h^^i^' — VttM) ^ GeneTailor™ 
Site-Directed Mutagenesis System (^>'lfhtiv^ji>^|±S) ^ TaKaRa Site-Directed 
Mutagenesis System (Mutan-K, Mutan-Super Express Km^::^::^^-^'^^:^^i:M)^^ 

[0089] ;^^5gopLAP^=t— Ki-a^yp<i^i/5^-^K(D^^Ba^j(Dflfe^«, mm(DifmKx 
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i5^— 5;;^— V3^&(Sanger et al. (1977) Proc. Natl. Acad. Sci. USA 74: 5463) 
[0090] ^/c. ;^^P^COPLAP-<^^— tt. pSEAP. pSEAP2 (^a>'y^iyi^|±$i) t^fe^^lj^ 

[0091] 12. ;$:^eg<DPLAP-<i^^— ^s^A^tbfc^Ji^ 

;^^0j!(DPLAP-<^^— ^52gA$ttfc^JS^ (;^0J!lB#^^:}oV^T. ^^mm(DPLAP^ 

^^—mAmmi m^-r^m^^^h^) <^f^Mf*. t'&i-j;«9_h^(D;^^pj<z)PLAP-< 

^^Tt-. ^^?g<75PLAP-<i^^-^A*HIS<^<tM;^fe{-ov >Ti¥^(;i|ft0^«o 

[0092] :^mm(DPLAP-<^^—^mAir^mm^. mm^mm'^mt^h(Dxhtim^'(:h 

mmm. If «aj3s. mm^. nmrnm. ^vrmm. mm ^ ms^. 'wmms^. p<i^^=¥ 
^j>>mm. 9i^^7w^>y(.m^. m&m^. ±i^mm. \^j^mm. mm^ms^. 
mm. mmm. mwmm. ^^^mmm. -^^^yr—^^. Tmm. -^^=^"9 
;v^y-mm. wmmm. m^n. mm.mm. mmn. w). w^n. mmmm. 
M^-wmm. "wnm. 'wwmm. ^-wnm. mMum. Bmm^\.<\'mm.Mm. -^tz. 

[0093] m^mm^(D^mm(DPhAP^^^—(Dm^A\'±. :x.U^h^U—-^B>'m{C\iU et al. 
(1987) Nucleic Acids Res. 15: 1311-26). -^"^^^-y^V^V—J^m. MM^^W:^^ 
?L&(CurTent Protocols in Molecular Biology, John Wiley & Sons (1987) Section 

9.1-9.9). W\^^''y:^^^^m\^fzMW3^Am. ■^-r^ci^^v^a.^v/aW*. y7K:7^ 

:^7;y3:/(Derijard (1994) Cell 7: 1025-37; Lamb (1993) Nature Genetics 5: 22-30; 
Rabindran et al. (1993) Science 259: 230-4). ])^Z7aL^^V^W:{GmCO-BRh\ 
^■^;V-^'^J>.W:{Chen and Okayama (1987) Mol. Cell. Biol. 7: 2745-52). DEAEf^ 
;^h9>'i£(Lopata et al. (1984) Nucleic Acids Res. 12: 5707-17; Sussman and 
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Milman (1985) Mol. Cell. Biol. 4: 1642-3). FuGene6^^(Boehringer-Mannheim)# 

[0094] m^mm<Dmm\^. m^\.fcmmz.mvti^A^(D:ijmKxm^^tii^'(?%^o m 

DMEM. MEM. RPMI1640. IMDM. F12#(Z)j:§ife^ffiV i£^^S^^J^i^C'^v'ii^J'S 
mimir^^t^^X-^. pH^6— 8. 30— 40^^;l*3V^T15— 200NFKtff^<Z)J^^^ff 5- 

[0095] :^mm<DPLAP-<i^^—mAmm^. ^(D~^^m\ ^^^th'^mxh^^K mm^i^ 

[0096] 13. ;2p:^5^<Z)PLAP*cDa!j^;^)fe 

ifmn(DP\.KP^^tsm^\z.-^i^M>^mn(r>p\.^pm^^ 
-e#^o *^Mc>PLAP^-^t^'^)|sfi!bT^*. ;2^^5gcopLAP^tf>K3|sf-e*> 

;^^^«^^Rg^^^<fflv^§'^;6S-trt§;5^ m^(r)^Wm. Jfett. 

[0097] ;^^PJ(DPLAP*(Z)^B!l^;^fefe{*. #(^Pfi^$*x-r. -B^Jx-f* . ^^^m^m (^Jx.fi 
. ELISA. RIA. EIA. :7n— ih^MMJ— . •>ai;^^^:7'n^yh^) , ^n-^h^"^:/^— , 

mn^'mc^'om^'t^^h-mm^x^^ ^t^Jb, j^Tf-PLAP^i4coa!i^;^isfe{-ov ^T 

(1) In vitro(^*5Jt^7^^5^(DPLAP^ttOil!j^;^fe 



wo 2005/090580 



38 



PCT/JP2005/005257 



[0098] i^r. xmmi^mmir^o 

[0099] PLAP^ti^a!i^t-^^(-{*^ :hhf}^cibmmi^fc:^mm(DPLAP^^i^—mAm 

2-96R#r^)j§abfcm. mm±m^miUir:5o mui^tim 
m±m^i^^i^MskmmM(DPLApm\^^^m^'^^f^^. 50T:/5^e>8or. 0^ 

[0100] ^tc. j#^_h?t^s®^ig^^-^«o s®^isf*. PLAP(Dmmtfj:^^m^^ 

'^J;^{^^ 4-methoxy-4-(3-phosphatephenyl) spiro 

[l,2-dioxetane-3,2'-adamantane], disodium salt('^[|x.f5\ Lumi-Phos 530 ( 

<^MWI^^^ffli~^^^^5'e#. mx-it. 0.28 M Na CO -NaHCO . 8 mM MgSO , 

2 3 3 4 

[0101] mm±m^mmmmtm^u mm^mm4>'^^^-hir^o 4>^^^-hi^. 
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[0102] -(>^^^^-iy3>'^^. it^myt^mmmir^o it^mmik&U. r\im.(D-:fu- 

hV—^—mx.i^. Perkin Elmer, ARVO)^fflV>;5^i!(-j;oT?l!l^-e^§o SO^*^ 
[0103] (2) In vivo{Z.isn^^^m<DPLAPm^(Dm^Jf'^& 

[0104] xmrnKmrn-r^o 

±m(D:}jmK^^.^mm(DPLAP^^^—mAm^^^^hmm^^m'r^o 

vmm^^(D%(Dx^fin^ ^(DnWitm^^fifi:\^f)^. mx.n^ ^m. 

. J3K^Mm^\ 0*b<f*«. jfiLltXfiJfiL?f . J;«9^*L<{*jfiL^*fc}*jfiL^ 

[0105] PLAP?Stt{i. mM(Dm^vmmz.^n^ni£¥E(DT;vm:7:i-^'7r^—^\z.^^ 
PLAPiii S ^-rsPLAP^tt$rF*3^tt(DT/v;&y :7;j->?>:7T^— S 5l$i-5T/v;&y 

y:t:^z7Ti^—^m^tmnir:5:i^mtL^xi^.^mmcopLAP^^^m^^xfy~^fc 

■^§^#T-e^Si-^r ^ KX'O. :^mm<DPLAPK S 5fei-^PLAP^'|4^rti^ttCD 



wo 2005/090580 



40 



PCT/JP2005/005257 



[0106] ^i^. ^#:|^^S«^IR^^-^i-'5o PLAP(DmMtf^^mM^^^ 

4-methoxy-4-(3-phosphatephenyl) spiro 

[l,2-dioxetane-3,2'-adamantane], disodium salt('^!jx.{^\ Lumi-Phos 530 (Lumigen, 

^'Kffli~§^^^^'e#. '0'!lx.fi. 0.28 M Na CO -NaHCO , 8 mM MgSO , pH lOM^ 

2 3 3 4 

[0107] ^w-m^mmmmtu^u mmfmm^i^^s^^—hir^o 4i^^^^—hi-i. 5 

[0108] -O^^^-^ym^^^^^ ^b#^3fe§liS»J^«o ^l::^B3fc5liSf*. rff|S(D:/W- 
by— iT— Perkin Elmer, ARVO) MV>§;ii:(;iJ;o-Ca'J^-t?#^o SO^t^ 

l^;^#^;^tfdi£^PLAP^tt^i-;5r^:e>ST'#§o 
[0109] 14. #tMJ]i^^7^>vfc:j3{tS#WlfflJi^^(^^^?g'l40i|iJ^;^fefe 

(DPLAP-<^^— ^AIiBjB^^#t hlbi^ xmhtifti^m 
m(DPLAP^m^ir^0}ihW}m^'rMcm ^-C. OPLAP^i^^SOSb. 

(Dm'^mmnm^^i^fcm'^^^mmir^^t^^x^^o 
[0110] ii^T^ x^mmKmrn-r^o 

:^mm(DPLAP^^^—mAmm'i. mi^<Dx^Km'^^t7i^x^. mm-r^^tT!)^ 

X^^o *fc. ^Uir^MH^it. in vivo-e:^^$^^/c^>(D-efeo■r^>j;V^(Asano et al, 
Jpn J Cancer Res. 1999 Jan;90(l):93-100)o 
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[0111] ^mm<DPLAP-<^^-mAmm^. ^\ihmm\z.^mrr^o m^m.^fi^^^hmm 
m\^mM^fvr. m'k.u, ^^^^^ yyv. ^}v^vv. ^^j>>y^^—. -r^. 

m^\i. ^T. mm.n. i^^. m^m^\i. m(D^^mm. mm. mM. mm 

w. mm. ^m. ^m. ^mm. ^^m. m(D^. 'wm. wm. mm. m. t^^b 
w ±m. /j« . ifc-W. 'tm. mm. mm. mrm. Mnik. miLm. m%. ip 
m. ^m. "^n. mm. 'W^mfj:ti7!)^Mhti^o 
[0112] ^m-r^mmmi^. m^mm^n-r. lo'^^^io'ceiis/head. 0^l< 

f^lO^^a^^lO'cells/head, J;«90*b<«lO'}ei^^)lO'cells/head, #lcl0^L<« 

5 X 10'^^^>5 X 10*'cells/head-eS>^o 

[0113] ^mi^mL-xi-i. mm^^<D-^^^mi^xh§i^^u mm&.mzm^&in^w^^n 

o "Sfc. MiR^CO^^tti^^Mi^iMx.i'f. cytodexS (Amersham Bioscience, 
y^^y^ ^/^'7l^m^. 'fxiy^^^^)ijy, 

. m^'i^mmwim^mw^'^ (bPCF) . m!i^m^mumm.^=^ (aPCF) . jsl/Jn 

^*^iimH^^(PDGF). Y'y^y-^yir—Vy'^mWm^^ (TGF-i8). T^^v':^ 
•^:x.^y (angiopoietin) , Hf iHl^it^H^ (HGF) hft^CD^^m^X^X. 

[0114] m^fmmmmt. mm^h\o^^^t^E)um\^. ^wm^m^m-r^ 

MM. isM. ifeW. MM?^^<eif\ ^^b<{ijk|g. jkltXfiifeW. 
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mir^^ti!)^x-^^o skm<Dm^ia^. m't^KXox. ikm^s^mu tkm^^^mt 

[0115] rr-e. ^m^(DPLAPi-i^ ;2^^?^<DPLAP^i^i5?— ^a^bfe^^tl/. ;2^|&ee<^PLAP 

PLApmm^.^mm<DPLAP^i^^—ic:^iir^^^mm^^^\^xmitir^h(Dx 
(DPLAP^^^—KmAvfc.m^mmmm^^vfcm^f^i^^m^-r^^t^^xt^ 

o 

[0116] 15. ^}ihmm^v'/viz.^\^x^m^^m^^w^-^:^^^t^'>^^^^u—^i^^^ 

^^m(DPLAP^^^—mxms^^^}ihW}mK^m'r^^ticx-Dxmhtif'^m 
m<7)PLAP^m^ir^^\^^hm^^Ty^Kmmt^o^^^^i^. ^mM^(7)PLApm 
i^^m'&u PLApm\^^mt^^^^t^^^mm.ir^^tKx<>x^ #th»ji^^-r 
/vici^ov >-c. m^f^m^^m^-^^^^t^^^^i^v—^i^^-r:^^t^^x^^o 

^^^b^i^^^-^$;h./c#tMJji^ l^;2^^0^(DPLAP-<:^^-^AiB|}a^^ 
«-r^'^(-J:oT#^>tx/c7^^0J!(^PLAP^S^-r§#tM!]#i^^Vv(^*5V>T. 
^i^m^(DPLAPm\^^mMV. PLAPm^^m^\:^^^i[:^!'^^mUir^^tlz.x 

[0117] i^XT^ j:'9P*ffltcfS«i-§o 

&IC1*5V>-C{*. ^^^BJtDPLAP^i^iS'-fcl}^, fe^0J|^H^^|^^ga^J^^i-^:^y^ 
. '^!j;t(^\ HRE, IL4RE, E2FM-^i^S@a^lJ, 3z^hn^VS:^#:#^-a'ga?IJ. GATA-1 
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Seidel, et al. (1995) Proc. Natl. Acad. Sci. USA, vol92:3041-3045) . 0^b<(*. IE 

[0118] ttf^<D;^fe-e. ^mm<DPLAP^^^-mAmm^^\ihmmK^uu ^^^hmm 
mm^^. &ir^^. miBi^^-^. mmp^m^. mm\^^^m^^hifhn^o 

Ig/kg, 0^b<{*lOOng/kg;d^^>lg/kg, J:«9^?*b<{*lmg/kg;5^^1g/kg. 
#t;i^*b<filOmg/kg;0^^>3OOmg/kg-efe§o 

^b^i^^^^bfc#thi!]i^^7^>(D^#:igfti(DPLAP^tt^. Mmm(D^i^m 

tLfc#t hlbi^^^/KD ^i^m ^ <Z)PLAP?g-tt^S ^ ^MP<^^#:|ft 4^ (DPLAP?&tt 

[0119] :$:mm ^x. mmt^miat. ^i^. 
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-^mt^m. ^u^^w:^^K. mm±mm. mmmmm. mmi^mm. mm 

V^^4J>>^^^:t^}^\ double strand RNA^t^i^i^^'^n^, 
double strand RNAi:(i. RNA^^(Fire, et. al. (1998) Nature, 391:806-811)^51^ 

[0120] 16. #th»ji^^^>vi;i*5V>-r.PLAP?Si4^fg^i:LT#*t^Ji^m*5j;U?/^/c 

mi^mm^mm^^. mmmmi^m ^x^mm(DPLAP^m^^^^^tjb^x^^o 

^(Dm^. ^^#t:Mb^^^7^>^^c:^3V^■r. PLAP^tt^SlISb. mhti±PLAPm\^ 

[0121] s^T. xmum^mMir^o 

#th»]i^^-7^>tc*5v ^-c. PLApm^^mmti^x^mmmm^xxfy-^fci^m 
5©^*:»^a!lS«;^fe^-*5v^-c^*. :^mm(DPLAP^^^-ia^^ mn'^m^mm 

. mmm^^^mih^i^^m\^x\^^mmx^tii^m^^siM^ti'r. m^i^. sv4o 

, CMV:fn^—^—. '^^-Jly^^—'^^vi^—^—^ Ubiquitin C^u 
cE-w-^w-^ Elongation factor 1 alpha (EFla) "^vi^--^--, jS -actin:7"n^— i^?— , 
Glyceraldehyde-3-phosphate dehydrogenase y^xi^- — — ^ Phosphoglycerokinasel7° 
p^w-^w-^ j3 2-Microglobulin^i:i^— , i3 -Glucronidase^n^— ^5^— ^^-^ 

m-r^^tii^x^^o svAo:fv^—^—t\^xi^. mx.i'i. mm^'^:9xm^ti^m 
mm<D:ijmx\ ^mm(DPLAP^^^—mAmm^^\^hmm^T^/i^i^^mu ^ 
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[0122] ^^-e. unmrn^^mmmrnKx^m^mm't. nK-'^<Dm^^^'rtmx.h 

-c. ±m:ffm{cX'^xnhnfcPLAP^m^. 4¥^hmm^v'M^mf^^mm^m. 
i^'6fe#LT^fbi-§t>(D-efc«9. mmpLApmi^^mmu nhthtcPLApmi^^mm 

tsWi^^Xh^o 

[0124] 17. #fcMbi^^7^>t;i*5V>T.PLAP?Sti^m^^LT#*t^Ji^m*3j;U?/*fc 

;^^0j (DPhAP^^^—mxMmk4¥^Ymm K^m-r^^t kx<> xmhtitc^m 
m(DPLAP^m^'r^^^hmm^Tyi^K^t^m^i^-^u ^i^m^(DPLApm^^ 
wmu PLApm\^^mt^^^^t^m^mm.ir^^tKx^x^ ^^^hmm^'fM^ 

^/c. ^b-^i^^^^$tvfc#thl!]i^tc;2|c^PJ(DPLAP-<^^— ^Am^#«i- 
^ri:i;iJ;o-C#e>ttfc;^^eg(DPLAP^M^i-^#th»ji^^^X;i*5V ^-C. 
^gi^iOPLAP^tt^rpJ^b. PLAP^tt^^^fb^iirS^b-^i^^rMiR-rs^i! j;oT. 

$^>}ci, ^mm<DPLAP-<^^-mAmm^^\^hmm:i^mir^^tKx^^ 

l!ji^(;iM5^^^?g$-fr. ^^ffl5^(;i*3V >T;$:^0J(DPLAP^0^^$-lirS^^;$5-e#6 

„ ^<Dm^. ^^w.4¥^hmm^'f;v\z.it^m^u^\^. ^w-m^(DPi.Apm'm:m'^ 
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[0125] }^xT. xmrnKmrn-r^o 

v>5o \mfi^^'^mmMmi-i. fmrn^^^rm^mi^^^i^xi^^mmxhtim^ 

U^—^—^ Ubiquitin CZ/d^— ^ Elongation factor 1 alpha (EFla) y^U^—^ 
■ — j8 -actin^T^Pt^' — — ^ Glyceraldehyde-3-phosphate dehydrogenase — ^ 

' — ^ Phosphoglycerokinase^ti^^ — — ^ i3 2-Microglobuliny'°n^^ — ^ — ^ jS 
-Ghicromdase-:fti^—i^—^^^mir^^t^^X^^o SV40:/n^— i??-— irbrfi. 

mi^(D:^mx\ ^mm<DPLAP^^^—mAmm^m'm.\^. #tMbi^^7^>^f^ 

m-r^^t^j^x^^o 

mmu^. ^T^^. mmp^^^. mp^^-^. m.mp^^^m^^Mhfv5o mm 
mtvxmu^. \f-^/^^u^^m'&ir^^tib^x^^o 

Ig/kg. ^*b<filOOng/kg>e)^e>lg/kg. J:«90^b<{ilmg/kg;e)^e>lg/kg. 
m^0^V< f*10mg/kg^^fe300mg/kg-efe^o 

m. mm^mm. mm^mw^t^xh^o 
^i$^m^(7)PLAP^^(Dm^i^. wri^(D:)3mxn^^t7!)^xt^o 
[0126] ih^m^i^-^^titi0iihW}m'ey'yv(D^i$im^(DPLApm\^^. Mmm<7)^i^ 
m^(DPLAP^i^titmir^^tKx^.^mmmmKmm^^x.^^t^<i^^^^'j— 
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[0127] 18. 

.PLAP^ti^it^i!bT#MJ}S#:*3j;U?/^fc}*ffi?^^»{;iJ^#^-^;t§^b^ 

i^^^:^y— ^>^:^^'-r^;^?ij^^i-) ^^fflv^§tJ(D-c$)^9. ;*:^5a(^PLAP^^^— ^ 

^ij^v^H^-^m^ mmmmm. plap^«^?^. PLAm^mmmmmmf£}f-d^mif 
[0128] ^7^mm)i^m^MT;v^^)y:i-:^yTd^-^^^^^^-mxmm^-^^irmm^ 
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^ir^:ijmi ^^ir) . (3) ^^ihmm^ry^K^^ ^t. PLAPf^^^mmtvx^m 

x-^^b-a^i^^^^i^^y— Km\^^h(Dxm. ^mm(DP\.AP^ 
. phhp^mmm. PhAP'^'m^\'mmmmwfi:}f-h^mfhri^o 

[0129] ^^^Mil^^S^T/^;^;y:7;^-;^:7r^-^f^^i.-<^^5'— ^A^J3^^#«L/c#th 

<z)a!is;^?fe (tuiB ri4. m^Ymm'e'fMz.^n^^mMm^(Dm^m'&(Dm'&:^ 

^^-^^i-^^^^^cttfiBris. #t^«]i^^■7'>^;l*5v^■r. m^mm^^m^k-^^ 
^^t-^m^:^^v—:=^>^-r^:^m ^^-r) . (3) i^}ihmm'^y^Mc^\^ ^r. flap 

->'^^-r^;^?i(tfitBri6. #t^t!]^^^y^V^^-*5V^T. PLAP^Stt^m^^^bT 
fej^^-T). Xf*. (4)#tMb^^^■7'>^^c:^3V^-C. PLAP^t^^it^irbT^ffiJM 
ri7. #t:^»]^^^T^>^c^DV^-C. PLAP?Stt^fglli!b-CM^«*5J:tJ?/*fc 

xm. ^mm<DPLAP^^^—mAmm^^mi^f^^^hW}O^^^A,x\ ^tii^x<^ 
m^mm^1yh^^^m^th^h(7:>t^^x^^^ mK.i^. =^^^hti—/v^\ihmm. plap^ 
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[0130] (^*5v ^T. ^m-^T^ymts:}f^m^"cm^ir^m^. iupa 

C-IUB Commission on Biochemical Nomenclature^^:j:§|ll§■-^fe^V^^■i^^5>lff^^ 
DNA -.^y^^iy]):^^^ 

cDNA :m^m'T:t^-yv^mm 

T 

G :^T^ly 
C riXhiX^^ 
U r'^^^i/zk 

N :T-t'^^(A). :^^Tc:^^(G). iyhv^^(C)^/cf*^5:>'(T) 
RNA 

mRNA :^^y±ly-J^—V^mM 
dATP :7''::^-^v/T-xVv^>'^y^^ 
dTTP :'7'^:^=¥iX^5:v^:/Hy>-^ 
dGTP :y^:^-yt!^T/-yiy^]}lym 
dCTP :-xJ*-=3riXiX^i;?^^Hy:/^ 

AlaXfiA :T^^:x 
ValXf^V :/^y>^ 
LeuXf^L rn^v^^^ 
iiexm r^yn^v-^^ 
SerXfiS :-fey^ 

CysX^*C :v';^7"--r>' 
MetXJiM 
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AspXf*D :T:^^<9^1^^ 
LysXf*K :Vi^l^ 

HisXtiH :t:>?>^v?>- 
PheXJiF :^a^::^/\^T9^ly 
TyrXfiY :^nv^>' 
TrpXfW ■.hHy'h^r^' 
ProXfiP •.y'l^])^ 
AsnXf^N :T^^^7^^ 
GlnXf^Q 

[0131] *iS0j!*ffl»(Z)iE?ij^(Dia^ij#-^(i, j^T<^ia^ij^^-ro 
Cia^ij#^ : 4] HRE(Dmmmm^7^iro 

[ga^J#-^ : 7] IL4REO=I^-fe>'i^;:^^^ga^J^*i-o 

[ia^j#-^ : 9] sv40(D^^ia^j^^i-o 

[ia^ij#-^: 12] ^mmmm^Mr/p:fy^jz7:i-:^^T^—^(Dmmnm^7^iro 
CBa^m-^: 13] i^mmmm^MT/^^^vy:i-:^yT^—'^(Dr^ymmm^^ir, 
CBa^j#-^: 14] ^mm^mmMT/v^]}^:i-:^^r^—^(Dmmmm^^iro 
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[@a^fj#-^: 18] ^^mmmm.^MT/p^vy^:^yT^—^<Dmm^m^fci^<D-:f94 

DNAiE^J^^-To 
DNASH?lJ^^i"o 
DNAifl^J^^fo 
DNAiS^J^^-To 

[sa^j#-^: 23] ^mmmm^MT7v-fy^)'7^:^z7r^--^(Dmm.^m^fzi^(D:^v^ 

DNAiH^J^^-fo 
DNAiE^J^^t" o 

Cia^'J#^ : 26] -x'/V^^n— ^^^'i^^h (MCS) (Z)i^^iB^iJ^^i-o 
[ia^J#-^ : 27] ->'7k^i?n— ^>-i/ih-rh (MCS) (Ol^^^^m^^iTo 
[Ba^J#-^ : 28] HIF-Response element (HRE) #^<DfcJ?)<D^^Sa^J^^i-o 
[BB^J#-^ : 29] HIF-Response element (HRE) #M<^^ca?)<D^^Bfi^J^^i~o 
[ia^lj#-^: 30] CMY-:f^^—^—^m^fz.^(D-:f'7^-7—mMnm^^'to 
CBB^J^-^: 31] CMV^n^—^—^n^fz.^sbCDzf'y^'^—mMUm^^iro 
CBB^J#-^: 32] fchHl^a^— ^5^— i^^BB^J^^-To 
CBS^J#-^: 33] tbHl:/n^— i5^-^#afcJ6(D:/^^-9'— i^^Ba^J^^-To 
Cia?iJ#^: 34] y^;^;— DNA<Di^Sia^iJ^^i-o 
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[ia^'J#-^: 35] ])>'^—DNA(Dmmm^7^iro 

[Ba^J#-^ : 36] HIF-1 a mRNA(D^^MMm^\^^iro 

CBB^J#-^ : 37] HIF-1 a dsRNA'ftMffl^y =^DNA<Z)itSiB^J^^i-o 

C@a^'J#-^: 38] HIF-1 a dsRNAf^MJ^^y=f'DNA(D:^Sia?lJ^^i-o 

[Sa?"J#-^ : 4 1 ] IL4REf^^(DfcJ?) (D;K^@a^iJ^^'ro 
[Ba^J#-^ : 42] IL4RE{tM(^fcaC) (Dm^Mn^^iTo 

CBs^j#-^ : 43] sTAT6<Dm^^n^ti^<D':f94'^—m.mmm^^-ro 

TNF-a-PLAP^i^i5^— >^9>^5:K (Goto, et. al. (1996) Molecular Pharmacology, 
49:860-873)COTNF- a -promotergP5)-^|^V ^T. f^ib^ \C^;V^^xi^=.-iy-^-^y{Y ( 
MCS);?»^t./^^)^Ky>^^l/:^^K^#Ab-CPLAP basic-^^i^?— :7°9:^5K^#fCo 

ia?IJ#-^: 26:JoJ;U^ia^J#:^: 27-e^L/c;^y::fDNA^f^Mb(*^^ 
^± 0 i^^M^-^—yfMZ.^^ . -^tb-^'tVlOO n WiCfii^Xo \CY^/^-y^r— (10 mM 
Tris-HClpH 8.0, ImM EDTA) "e^jl^LfCo r<?5100 nUM^)^\mKW^^2^ ii\ 

-f ofMfpL-c. 95°c-eio5>r^f^b/c^ti. 37°c iB#r^. iB#r^-eMb-c;^y=^^ 

DNA^T^— y^^i^^^-li:. MCS ^^)^\miK^W-z.o :^y=fDNA<D:SSBa?!Jf*ii>(.T(^^ 

::e-y =f DNA : CGAGCTCTTACGCGTGCTAGCCCGGGCTCGAGA (Ba^J#^ : 26) 
::i-y =?^DNA : AGCTTCTCGAGCCCGGGCTAGCACGCGTAAGAGCTCGGTAC (BE 
^J#-^:27) 
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^Kf^MCS :^V=^DNA^V:ff—'^Rj;K^(^:hy^<4:tW^^^. Cat.6022) {ZX\)WA 

VKo;5^(D^M^;0^^y^9;^5:K^lHllRL. ABI prism DNA sequencing kit (Applied 
Biosystems)^^j;^9ia?lJ^fit^L^ FLAP basic-^i^i??— :/7:^5K^#fc(|lll)o 
[0133] LmMm2'] HRE-PLAPWJ^— :7'^>^5KCDf^M 

TV^^(Kimura, et. al. (2001) The Journal of Biological Chemistry, 276: 2292-2298) 
o FLAP basic^i5^i5'— >^^>^5:K(^Kpn l-^4hKHRE^^h^j:^^])^^^yyt^}^^^W.M^ 
zmWAX^. HREx3-PLAF^#fCo J;«9^^6^J-f*^ VEGFit^^^(D:7'nqE— SB 
^JCOHREBB^J (Forsythe, et. al. (1996) Molecular and Cellular Biology, 16(9): 
4604-4613) ^##{^L-CiE^lJ#-^: 28*5 iD^WlJ^-^: 29-e^Lfc::^-y=f'DNA^ft 
m^^^ 0 ^y<4:t'\)—}f^iCi^m) . -etV^^tLlOO n mz.fj:^X9 iZ.TE^<^y^ 
r— (10 mM Tris-HCl pH 8.0, ImM EDTA) XMMl^f^ ^(DIOO n M(D:^y=fDNA 

^ig^25juiTomfpbT. 95°cxno^mm\^tim^. 37*^ mm. i^ra-e?^ 

^bT:^y:^'DNA^Tc:^— y^-i^'^-fr. HRE;^y:=f'DNA^#/Co :^y=fDNA(Dife^iB^IJ 

::^-y =f DNA : CACAGTGCATACGTGGGCTCCAACAGGTCCTCTTCGTAC (MB^J 
#-^:28) 

:^y =?^DNA : GAAGAGGACCTGTTGGAGCCCACGTATGCACTGTGGTAC (SB^IJ 
#-^:29) 

FLAP basic^i^i5'— ^Kpn IXWmVX. HRE:^y=fDNA ^]):ff—^Kft^(i? 
^9^^4:tm^^^±. Cat.6022) (;iJ;<9#AUfCo ^?fel;iJ;<9. mm:f9y^^]^^^±mm 

iB?lJ#-^:28(D3''f|!|;6SpLAP basic^i^iJ'— >^^><.5:KC>Hind IIl1^^MIlJ(3:[B]V^TV^-5 
^vi^l^^mXfHRExl-PLAP^^^—:/=7:^5.}^^t\^f:io l^lHRExl-PLAF^i?"^— 

:7^^:^5K^Kpn i-e§)WbT. HRE:^y=fDNA ^y;^— '€Sj^:i;iJ;«9#AL. _hlE;^ 

i£^lll#tCHREx2-PLAP^i:^i$^— 7°^;7^5:K^f^MbfCo $&>tC, HREx2-PLAP^i:^i?' 
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j7mtm^KHEExS-PLAP^^^—:f9>^^h^^i¥M\^fCo ABI prism DNA 
sequencing kit (Applied Biosystems)(;iJ;<9HREx3-PLAP^i5'i5^— >^9>^5:K<?5@a^J?r 

^(DX^tim^hfhfz.. -r^^^^. iS^J#-^:28<D5'{|IJ^^^)6 bp g (DT^J/S j^^LTV ^ 
fCo r(DT{*HRE^tt>f[:;lC{*i^is^(Dlg:^-e{*J'^V>(Kimura, et. al. (2001) The Journal 
of Biological Chemistry, 276: 2292-2298)(D-e. ^^HREx3-PLAP^i5^^— 

[0134] d^K^ pCDNA3.1/Hygro (+) (lnvitrogen)(DCMV7°n^— ^5?— §|5^^PCRMJ^;-Cii 
tlL. HREx3-PLAP^i^i5^— >^9;^5:K(DMlu 1 / Hind lIli?-^hl;i#AbT. 
HRE-PLAPl^#— :7'^;^5:K§r#fCo j;«9^#:6^(cl{i, pCDNA3.1/Hygro {+)^m 

^^tt^'fefeffiLT'f^MLfc) ^LT. Expand High Fidelity PGR System 

(Roche Dioagnostic)^fflV\ (94^0 30#. SO'C 30#. 72^: 60#)^15[Hlj^«9igi-ri! 
f;iJ;9PCRSJS?rfTo:^Co ':^'74^—(Dmmm\t^'r(Dtm-V^^o 

-7°^^-^^ : GGCGGTACGCGTGTACGGTGGGAGGTC (ia^lj#^: 30) 
-f^^^^ : TACCAAGCTTAAGTTTAAACGC (ia^lj#-^ : 3 1) 

^(DPCR^J^;:(c:j;o-C#^ttfcDNAilf>H'^Mlu 1*5 j:TJ?Hind Ill-C§]ilfb. Mlu 
TJ^Hind IIl-e§3if$tl.fcHREx3-PLAP^i^i5^— >^^;7^$Ktt^^^ U:?^— ^'HJ^^ (^;^^^^^ 

-f:^tt^^t±. Cat.6022) f^J;i9#Ab/Co mif^J;«9. ^^^::/7^5K^^li0(^^ 

prism DNA sequencing kit (Applied Biosystems)j;iJ;«9ga^J^?i^U. HRE-PLAPV# 
[0135] [|lifef?[|3] HRE-PLAPU:^°— :/^;^^K^^^A*fflJiS(^'ftM 



I^Jfe^!|2-e#^cHRE-PLAPW2}^— :/9v^^^K^th#pm«lfflJia^SK-OV-3|iaj}a 
(cl^Ab. 'i£^*{c:j;§PLAP^m^^^COi^V ^i^a— ^^^i^ti— r^^:^b/Co 

1. ^J3S^(DHRE-PLAPlx^— iJ'— :7°9^5:K(D^A 
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RPMlJ§^IS-eliftJ#*bfcSK-OV-3}MlS (American Type Culture Collection. 
HTB-77)^IlIlDlb. RPMIj^#|^?^.^V^T25 x 10* cells /mlK^j:^XoKmM\^fCo ^ 
^-e. PRMIi##?S^f*, RPMI (SIGMA, R8758) 500 mU^lPenicillin Streptomycin 
(Invitrogen, 15140-122) 5 mU lOOmM Pyruvate (Invitrogen, 11360-070)5 mk 
2-Mercaptoethanol(lnvitrogen, 21985-023) 500 ix 1^^X156^-^20^ f^^mML^X 
##^bL/cWj^jfiL»(H3feM^, No.3308-502) 50 ml^mMl.fdh(D^^^^mT^ 

i^Oo mc. mmm^mmm^2 mi/weii-roe wems^mmm^^y—h (Becton 

Dickinson Labware, 35-3046)t^^$, CO 4>'^=^^-~^-~i^Xin^L.fCo MB. 

2 

OPTI-MEM 1 (Invitrogen, 31985-062) 100 At 1 t^lFugene 6 Transfection Reagent 
(Roche Diagnostics Corporation) 4 ju l*5j;TJ?HRE-PLAPWJK— :/7:^^K2 /j. g?r 

2 

^^—^—iz.xmmi^rco sb. mmm^^hv^iy^-EDTA^m^^x^m^^hm^ 

L5 mlCORPMIi^^l^fCl^^UfCo #10 cm(D^Ji^J^^^iX^— Ix (Becton Dickinson 
Labware, 35-3003){c:, RPMI^^?^ 11.2 ml*5j;tJ?^^||BJ}^!S^?S0.8 ml^^;(JPL 
CO 4>^:=-^—^—lCXi^m^mm^fCo SB. G-418(Geneticin: invitrogen)^ 

2 

2 

TJ##^«LfCo 500 ju g/ml (DG-418^-^tfRPMlJ##|^J*3 0 ^ClsS^bfCo 

G-4i8^^;(jpbTJ§^b-C;ei^^>ii0 h_hfc:?i^^$txfc^j}ait(='n 

^^fi^fiv^)-^iyiy-EDTAmmvx^m-f)^h\'tifi\^24. ^eiiMM^mm-^\^— 

V (Becton Dickinson Labware, 35-3047) {Z.^^l^^n—lyitl^tl^ 

[0136] 2. hre-plapi/tK— :/^;5<.5:K^^^A<Dfi|^ 

2 

orc^.-^-C. hy:7"v'>'-EDTAMSIUT§^#;D^^>{*;55U. PLAPpJ^fflRPMIi^^lR 
500 nWZ.XmMV.fz.o ^^X\ PLAP^IlJ^ffiPRMIi:^*!^^}^. RPMI (SIGMA, R8758) 
500 mUclPenicillin Streptomycin (Invitrogen, 15140—122) 5 mU 100 mM Pyruvate ( 
Invitrogen, 11360-070)5 mU 2-Mercaptoethanol (Invitrogen, 21985-023) 500 iil^ 
J:tJ?65S-t?205>^f^^fflLTjfiL«ct'(DPLAP^tt^^?S$-l3rfcWi«jfiL«(H)feM 
Wt, No.3308-502) 50 ml^»bfcj0^IS^V^5 (i^AT. I^C)o ^t-. ^^^mmMM 
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m^50 l/wellTo384 well^flJ9^j#*ffi:7V— h (Greiner, 781182) 2|k:t^^V^T. IE 

2 

mm&^2%Km'&vfcis.mm4>^^^—^—(i^^^^^^^iy^. bnphom) 

2 

o 

Lumi-Phos 530 (Lumigen, Inc.)i:PLAP buffer (0.28 M Na CO -NaHCO pH 10.0, 8 

2 3 3 

mM MgSO )^mAM^Ul.XmM^mtL.f'o ELISAffl^Ny^h:/^— h(fi^-< 

4 

. :7'W— hy— (Perkin Elmer, ARVO) ^fflV>T^t;^^^3llS^S"J^bfCo 

mm. (2%) ^#T(-*5V ^T. J;«9i^V ^PLAP^tt;5Sf|^$tL;5^n->'A3 (03) ^# 
fCo J^^. >'A3^SK-OV-3/HRE-PLAKA3)i!Satti-6o 
[0137] [|liteW]In vivo(;i*5(t6HRE-PLAPV:!K— :/^>^5K^A^Ji^C)^^^tta!l 

^(^T^«) 

1 . '^!>;^(c:j3ft^HRE-PLAPix^°— i5^— :/9;^5:K^AIfflJIS(D#**5 j;U?jfiL|gM^ 

500 ju g/ml(DG-418^-^tfRPMIj§^?g-Cli'ftJ§^LfcSK-OV-3/HRE-PLAP(A3) 
(^itM3)^by:7'-=y^--EDTA^abT^M;ei^^f*;a5b. 5 x 10' cells/mUc:7^^;5J;5(- 

RPMlJ:^^|gf^T^^^b/Co 100 ui\(DU^^MM^{^ X 10^ cells/mouse) ^BALB/cp? 

RC-24BN) tCTlO.OOO rpm, 2^W\(D^M'b'^M^^\^. lfiLlt®5>^^^bfCo Jfillt 
^S:^it7K-eioftlc:#^3^bTlO'ft#3^jfiL|§li:b. PLAP^Stt^aH^i-^^^* 

Wz.. #;|i:bfcSK-OV-3/HRE-PLAP(A3);5^^)/^§lil5^(D^#$^jfiL cfiPLAP^tt® 
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[0138] 2. ik^PLAPmi±(DW\'M 

lom^^skm^^u-^Mmi^tim^. m.mimmm(MMmm-mm. wfo-6oosd 

. f^Ma=^C>10{§#f?jfiL|^^PLAP buffer (0.28 M Na CO -NaHCO pH 10.0, 8 

2 3 3 

mM MgSO )-eiOf§t^#3iRbnOOf§#|RjfiL#^bfCo 

4 

Lumi-Phos 530 (Lumigen, Inc.).J;PLAP buffer (0.28 M Na CO -NaHCO pH 

2 3 3 

10.0, 8 mM MgSO )^#*mfPbT^®^|g^bfCo ELISAffiJJ^!7-rh>^^'— h 

4 

^—h\.fz.mz.^ hy— (Perkin Elmer, ARVO)^ffiV^-C^b^^^3liS^^I"J 

SL. JfiLC^^PLAP^tt(D^t^i:LTfflV^fCo 

jfiLCfjPLAP^tt}*. SK-OV-3/HRE-PLAP(A3)#^ftta(;i{*1000unitsi^ 

-rte^f't)^^ #ffilg0 J:'9_h#L. — i^llfe^-Lfc^. SK-OV-3/HRE-PLAP(A3);e)^e> 

?'ce§«5^±im^^t>t-SJi#i-^^v^5^>l^ttc>^^b^^bfc(Ei4)o^'teii:^t-(* 
HRE-PLAPi/:!}^— ^5?— :7^^>^5:Kco^^^i4^5:itiib/c/ci?)l;i. jfiL^j 

PLAP?stt;5s±#bfc^#^^>;rb§o *fc. ^(D^^ ikwiif^^sia-i9, mm^^mmm 

^(Dm.M3KmmC)Ji^IP^i^>}-jfiLff'PLAP^tt^S_h^bfc^%X.fe^X^o 
[0139] L^ii^dS] dsRNA^Ji.^i^iJ'— ^9;^5:K<DMM 
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^^^^tt^b$^^^^i!^5^^tvTV^§ (Harris (2002) Nature Reviews Cancer, 
2:38-47) o fe^H^^HIF-lf^HIF-l a tHlF-1 j3 (D^T^^^-^—'(^h^ {Harris 
(2002) Nature Reviews Cancer, 2: 38-47) o MMi^H-VMi^htlfcSk^PLAP^'l^^^ 
HlF-lKi^^l.f:i^mmtg:h<D'C:h^^^mmir^timz.^ HIF-1 a-dsRNA^m-^i^ 

r^-e. dsRNAi!^*, double strand RNA(D^tX*$:>^ . RNA^#(Fire, et. al. (1998) 
Nature, 391:806-811. ^T. RNAi^l^^-r^:^'^'^^^^) ^5l^^2^t"^;^^RNA^ 

[0140] 1. }lh^yj>.DNAi!)^h(D'ilhHl':/v2^—^—(Di^vi^^>i^ 

th^^^Vi^DNA (Roche Diagnostics Corporation)^^Mi:L. lE^U^-^: 32:|oJ;tFiB 
^J#^: 33-e^L/c:^y::f DNA(-r^tf hnv?in^;^^^^i:(^^feMb-Cf^^L/c) 

^LT. Pfii^y^l^— ;?<>(Promega)^^V^, (95^: 30#. 60T: 30#. 72T: 3 

: ACAGAATTCGAACGCTGACGTCATCA (@a^!j#-^ : 32) 
: GAAAGCTTGGTAGATCTGTGGTCTCATACAGAACTTATAAGAT ( 
gB^J#-^:33) 

'^f^DNAif>i"^EcoRI:JoJ;OTindIII-e§]ifb, $3^);i^Ca?)EcoRI:^oJ;OTindIII-e-^ 
K■bT:^3V^fcpUC18(m#l&M*^^^i:) l^V^—'^Rmi^xmAX^tio 

0:d^^:7"^;^5K^lHllDlb. ABI prism DNA sequencing kit (Applied Biosystems)(z:j;>9 
iS^iJ^^^L. pUC18/Hl:7°n^— 
[0141] 2. dsRNA^^^i^iJ'— >^^><.5:KC>f^M 

Ba^J#-^ : 34*5 J;U?iE^J#-^ : 35-e*bfc:^-y ^^'DNA^f^^L (-f ^fc* hni;^^^;^ 
^^^K'^M) . ^tl^tllOO n M (C1;^^§J;5(C1TE^^5':7t— (10 mM Tris-HCl pH 
8.0, ImM EDTA) -e^^^bfCo rOlOO ^ M(D::^-y=?'DNA^?g^25 /z 1-f O^^PbT 
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:^y=f DNA: CTAGAGGTACCAGCTGCTAGCG (iS^IJ#-^ : 34) 
rf'DNA : AATTCGCTAGCAGCTGGTACCT (IB^U^-^ : 35) 

HindIII-e§3ifb/cpREP7(lnvitrogen)}^y;(f— ifSj^;Ct^J:(9ifAbfCo ^fe{-J:«9. ^ 

^:7'9;^^K^IlIlDlb^ ABI prism DNA sequencing kit (Applied Biosystems)}^: j;?)BB^J 
^mUl^. dsRNAl^m^:^^— :7'7;^5:KpREP-Hl (05) ^#fCo 
[0142] IMMmel HIF-1 a dsRNA^Ja-<^i^— :7°7:^5K(^MM 

iB^IJ#-^:36iC^LfcHIF-l a mRNA<5D|f|35^ia?IJ^tji:t;iia^lJ#-^:37:JoJ;tJ?ia 
^J#-^: 38-e*Lfc:^y=fDNA^'ftMU(-r^lf>ni^ai^t5^^^^±f^^fe«) . ^fh^ 
tblOO /zM };iJfe6J;5{^TE/^5/v^T— (10 mM Tris-HCl pH 8.0, ImM EDTA)-e^^^ 
L/Co rolOO M M(D::*-y=fDNA^?fe25 1-f o^^PbT. 90°CX2^m^L.fcm^ 
, 37^ INfP^^ mmXif^Mir^^tXT^—])^^^^^. HIF-1 a dsRNA^m 

mRNASB^J : GAUAAGUUCUGAACGUCGA (ga^J#-^36) 

:^y=i^DNA: 

GATCCCCGATAAGTTCTGAACGTCGATTCAAGAGATCGACGTTCAGAACTTA 

TCTTTTTGGAAA(@a^J#^37) 

:^y::fDNA: 

AGCTTTTCCAAAAAGATAAGTTCTGAACGTCGATCTCTTGAATCGACGTTCA 
GAACTTATCGGG(iB^[j#:^38) 

MMM5X^htlfcpREP-Hl^, BglII^HindIII-e§)ifb, ^^HIF-1 a dsRNA^ 
m.mDNAm}f^V:^—^Rf:t:^(TAKARA, Cat.6022) {c:J;t9i^AbfCo '^^(ClJ:i9, ^ 
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^)y^y';^^K^[Hll|Xb^ ABI prism DNA sequencing kit (Applied Biosystems)t3:j;'9ia^!j 
^WMV. HIF-1 a dsRNA^^^i^i?^— >^^>^5:KpREP-Hl-HIFlRNAi(|g6)?r#fc 



[0143] mMm7} HIF-l a dsRNA^m^i^^— :/9;^5K^^aSA^Ji^(^i^B 
IIJi0!)3-e#fcHRE-PLAPW2j^— :77:^5:K^^^A#taJ3SSK-OV-3 
/HRE-PLAP(A3)lC|lii^r|6-e#fcHIF-l a dsRNAl^^^iJ^^— :7'^>^5K 
pREP-Hl-HIFlRNAi^h^>^;^:7aii^v^3>'L-C. ^^^A?N8Ji^^i5^n— WbbfCo 

[0144] 1 . SK-OV-3/HRE-PLAP (A3) ^(DpREP-Hl-HIFlRNAi<D^A 
500 n g/ml<Z)G-418^-^tfRPMIj§^?g-e|i'ftJ##bfcSK-OV-3 
/HRE-PLAP(A3)^[llJt5lb. RPMIi##|g^fflV>-C2.5 x 10^ cells/TrAKtst^X^KMM 

bfCo mmmmmmm^2 ml/well-roe well^J!^j:taffl:7V— h(Becton 

Dickinson Labware, 35-3046)(^^#, CO 4>^=L^—^—i^Xi^^l.t:io SSS (2 0 

2 

S ) . OPTI-MEM I (Invitrogen, 31985-062) 100 ju 1 (clFugene 6 Transfection 
Reagent (Roche Diagnostics Corporation) 4 n l*5j;"a^pREP-Hl-HIFlRNAi 2 ju g^ 

2 

^aiLTHIlDlb. RPMIi§^?g5 mlf;i^^bfCo ^10 cm(DiBJ}Mj^#ffiiy-Y— 1^ 
(Becton Dickinson Labware, 35-3003)lcl, RPMI;^^?g 11.5 ml*5j;T^^M^^|g 

0.5 ml^»LT. CO 4:y^=^^—^—{^Xm^^mUl^fCo 7Bn\^. /n^^u-^ 

2 

^v-^^B (Invitrogen)^^*^li^200 /z g/mltC/<e;5J:5t^RPMlJ$^_h?ti^^;{)PL. CO 

2 

^^ti^tihu:f^yiy-EDTAmm\^x^m-^^hm>L.24 wenmmmmm:f^^—h 

(Becton Dickinson Labware, Z5-Z0Al)\ZJ^^\^^xi-->'it\J'Z.o 
[0145] 2. pREP-Hl-HIFlRNAi(D^^^A<D|feM 

CO ^>'^=^-<—^—Kx^m^mm\^. ^m^fifi^fi^fh(D^ri—yi>^^^i^'& 

2 

it^b. =3:/7/V3i>-htc/^ofcB#.-^-e. ^§15^96 welI|faj3aj$^ffi:/W—h (Corning, 
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3628) iz.m^^j:i3u 2%^mmr^^—mmm\^. mm±m(DPLApm^mm\^fc 

igV^i^n— ^2D4^#fc(|l|7)o —:fj. _h|B;^fe^l^#J^:SK-OV-3/HRE-PLAP(A3) 

[0146] ti)J®-e#fc#i^n— >'fc:}3V^-CRNAi3tl;^iCj;<9HIF-la mRNA:^m{i^VX\^^^A^ 
M^^f^^i^. ::/}6^^)^RNA^RNAttm^5/bRNeasy Mini Kit (Qiagen)^ffl 

V^TPML. IJT7Vi5?--rAPCR^^W^^TV^HIF-l a (DmRNA»^S»LfCo 

TaqMan Reverse Transcription Reagents (Applied Biosystems-jit^ N808-0234) 
^^V^T450 ng(DRNA^Random HexaraersT'^^-^— ^.^V^TSO ixKD^j.ti^m^'C 

o cDNA^IS 10 At l(;iTaqMan Universal PGR Master Mix (Applied Biosystems^fc^ 
4304437) 12.5 ju 1, HIF-1 affl20X Assay-on-Demand™ Gene Expression Assay 
Mix (Applied Biosystems^fc, 4331182, Hs00153153_ml)^/cf:± ^ -acting T^z-fe-l'^iy 
i^;5^(AppliedBiosystems^±. 4310881E) 1.25 nUM^:^1.25 l^^;tJBU ABI 
PRISM 7900HT Sequence Detection System (Applied Biosystems){;ij;oTyT/V^-l' 
-isPCR^^TV\ Comparative Gt?;fe (Applied Biosystems Prism 7700 Users Bulletin 
No.2) j;o-C5^;^^^^/f bTHlF-l a mRNA^^j;!^^ j3 -actin mRNAi^^ibfCo 
^J?)fcHlF-l a mRNAi^jS -actin mRNAi-C^LTMiEbfCo 
^(D^^, pREP-Hl-HIFlRNAi^h^:/v?:y'mi^iX3:/bfci5^n— ;x2D4-ei*, RNAi^ 

MD2i^it^-C. HlF-1 a mRNA(Dm^7b^95%^±^m^tlX\^^^t^^mM^tlfc 

(Dxm8)^M<DmmKm\^^^tti.fco 

[0147] LmMM8] RNAil;ij;5HIF-l a (D^S^iM^^. in vivo(^*5{t§HRE-PLAPl/!K— i5^— 

500 ju g/ml(Z)G-418*Dj;t)?200 u. g/ml(D^^4i^vi^^iy>B^^t^RPMl^^^X 
#ift^^Lfci^t2— ^-204*5 j;t;?i^a— ^^MD2 mMMV) ^by^i/^^-EDTA^SL 
X^^'^^hi'iii^]^. RPMli^^?gMV>T5 X lO' cells/mlKtf:^X^KmML^tio 200 
U. l(DmMMMW.(2 X 10*" cells/mouse) ^BALB/c5<—K^r>^ GD-15?— K-^!>^(lfl 
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, RNAi}^j;oTHIF-l a<D^^^JI]^Jbfci^n— >'2D4^{*#1fili:^(DjfiLttiPLAP^ 
i^(D±M-i^mM^tlX\^fcm9)o XoX. mMm4XMit>htlfcHRE-PLAPU:^— 

^—■:f'7:^^]'l^X^sk^PLAPm^(D±miHlF-lKi^^l.rch(DXh^^t^^^^ 
tLfCo J:o-C. PLAP^ttfi. fe^0IJ^iB^IJ<Dfe^??f't4^S§*:Lfc>b(^-efe«9. PLA 

p^tt^aa^i-6^^T\ m^mmmm(D^'^m\±mmir^^t^^x^^:Lti)mh 

[0148] [^Jfe#'!l9]^VEGF^#:(Z)^^{Cj;;5^ in vivoli*5it^HRE-PLAPW^— :7'^^ 

#tM(ji^^-7=>l;i43V jfiLct'PLAP^'i4^a!i^-r;5r^-e#«bfc^jiact'(D^ 

'^m\^mmx^^^t^mmir:6fcib ^r(Dmm^n^fco 

^^tLTV^S (Jiang, et. al. (1996) Am. J. Physiol, 271:C1172-C1180)o — ^ 
-5 (Blagosklonny (2004) Cancer Cell, 5:13-17) o -^^T. in vivoliIj5V'»X. 

HRE-PLAP(D^'^mmmmps(Dmm'M&i&Ti^x^m^M^ti^^t^. jkct'PLAP 
mi&^mui^ir^^txm^x^^-d^t^^A^^m^^fcib i^. hre-plapw/K— ^s?— 

PLAP?Si4(DM^^^k^|^-<fCo 
[0149] J:f9^#:6^tC(i, 500 fi g/ml(DG-418^-^tfRPMIj^^|g-e|iftJ^#bfc 
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SK-OV-3/HRE-PLAP(A3) (MMMS) ^hy:/v'^-EDTA^SbT^M;0^b{*;^SU. 
RPMIi^*^^$rfflV^T5 X lO' cells/ ml ttft^X^^mMl^fc. 100 /z KDm^M 

mW(5 X lO' cells/mouse) ^BALB/cp<—K-^<>>^(lfti'|4, 7M#. B^^l^TX^MA 

)(D^T(-. ^y-^/v^y^ffli mia£Mm(26Gif#)^fflv^TMbfco Mioemj: 

«94 0 fet^^VEGF^#:(R&D|fc, MAb293) 100 ju g/head^#J3IR|^S-^L/Co 

(^T<:**^i!fe#bfCo SK-OV-3/HRE-PLAP(A3);0^^>7jC§«J^#:^(D?|i|^ 
i!lfiL|^tt'PLAP^'|4(DpJ^«|^Jfem(-^b/c;^lfeT*fTofCo 
[0150] ^<D'^^. mEGF^W-^^m (52E) <Z)|t«f*S^53:/hn-/H^ (52^) 

d^ofc(^ti;6^;5^:be>T. ^VEGF^#:^^SI<DjfectipiJ^^'|!i{i=a^hn— /VS^J;«9ti 

i^fe-efeofc(i2iio)o ^vEGF^#:s^i;ij;«9jfiLWff^:5sps.#$tv^ Bm\Hmmm 

Mlji^^T'/^'ei^ifiLCt'PLAP^ti^^^^— |fflJiMl^(D^^|^S^^-^ 

^^ti^x<^xnhnfc^mm<^>^<^M^M^i-^4¥^hm<^^Ty^K^\^x. ^ 

i^m\mir:6^ti!)^X^^^tiimht^cfj:^tio 

[0151] [^ifef^dlO] In vivo};i*Dit^HRE-PLAPW7K— 7'9;^^K^Al8aj|^(Ofe^?g'|4aiJ 

500 g/ml(DG-418^-^tf RPMI;^^IS-e|ifti§^LfcSK-OV-3/HRE-PLAKA3) 
(^Jfe^!l3)^by:/iX^-EDTA^aLT^M;6^^)«;55b. RPMIt^^lS^fflV^Tl x 10 
' cells/mUZf^^X^izmmL-tlo 200 m ICO^fflJi&^iSIS (2 x lO' cells/mouse)^ 
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^/V^Vl^m 1 ml?^#t1^ (26G#f#) $rffl V ^T#WbfCo #W 0 ^^sbM 0 . -^^"^y ^ 

«^ffi^-^^(7^/v^l±M) (^T>ti^^KCfCo ^lifiibfc«tt. -^-^h^yiyhWffijs 
>M{^-C10,000 rpm, 25^P^(D^>^:.^^a^^TV^, jfiL^jifi^^i^ilLfCo jfiL#fi. ^ 

|gi5S:#LfCo SK-O V-3/HRE-PLAP(A3)d^^>fce6M^^^CDS!l^i:jfiL^ tfiPLAP^tt 

[0152] Wi^^. jfetfPLAP^ttf*. w^i^ (^ife^!i4) ^in^tc:, mmummm 

mKUlOOOnnits^-r ftofz.-m. #*tS 0 J:«9_h#L. — S^^^^^Lfc^^;I#_h#i- 
:5^V^5^1B'l4(D^^b^*bfc(g|ll)o 52Ett'2EEj*PLAP(D_h#;a53g<i;}x{*ffi5^ 

[0153] [^Jfe^l 1] In vivo{cl*5tt§VEGF-PLAPW3j<— i5^— >^^>5>^K^AlffllS(^fe^^tt 

PLAP basic-<i5^^— :/9;^5:K(OKpnI / Nheli^^ht^VEGFit'fe^CD:/^^— ^— 
Ba^J>0^fc?fe^jKy5<i^l/:^^K^#AbfcVEGF-PLAPl/;iK— i5^— :7'^><>5K (EI12) ^ 

tMatt^*u-25i mi\:.^^mim)^^^>^. RCB0461) K^-^mxut. 

U251/VEGF-PLAP(Mizui, et. al. (2004) The Journal of antibiotics, 57: 188-196)^ 
'^^>^<DmM.\HK^m^. jfiLct'PLAP^tt^ail^b/Co j;«9^#:e^(^f*. 500 [x g/ml 
(DG-418^-^tfRPMIj#^IS-e#ifti#^LfcU251/VEGF-PLAP^hy>^iX^'-EDTA 
^fflL■r:§&M;5^^)^*;5Sb. 2%p<^/v-fe:/vt2— ;?c.Mv>Tl x lo' cells/mUci;^^§ j:5 

^^LfCo 10 ix\(DmMMMW.{l X lO' cells/mouse) ^BALB/c5?—K^'^^(llttt^ 
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12M*P. 0;$:^-^'— /vXy/^— J;«9|^A. 10 mg/ml^i^^>'13A mg/ml ^V^v^>^- 
6.4 ug/ml T-fey^n-^v?>'^?^^70 ul / head(DO. lmlJ®IBf^^^(-J:«9^K*)<D^ 

unitsi^^CTfcofc^^ #«il0 J;«9_h#U — i^M^^bfcm^-S-h#-r^^V^5n^'l4 

[0154] ]^±(Di^^i!)^hi^^ ^mm^:y^<^mm^^^^-mAmm^4¥y^vmm\^^mir 
h:Lt\z.^-Dxnhfifz.i;^mm^:y^^^m^M^^^m^Ymm^'fMz:m ^r. ^ 

[0155] m^. HREtuw£^U'^mmm^'^^um^mir^-:^n^—^—\z.^\ ^xh. # 
mMm^(Dm'^^'m:m'&x^^:itmm'r^fz.^ KiT(Dm^^n^fco 

IL-4f*. lfflJi&^ffi(^fc5IL-4R^ifhbTSTAT6?r^i4>ft;b. STAT6(D:^^^4'^— 
^?f^^$^i:S^^/J)5^^tL-CV^§(jinzhao Hou, et. Al. (1994), Science, vol265 
(16):1701-1706)o ^fc. STAT6(*, ^ff^^i-§ri:t-J;oT. ni^^N^iJ- 

—'t?fc^IL4RE (Richard Moriggl, et. al. (1997) Molecular and celluar Biology, 
voll7:3663-3678) Kl^^U ^'^^\^^mMiir^^t^^^htlX\^^^ (Helen 
Kotanides, et. Al. (1996), The Journal of Biological Chemistry, 
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vol.271(41):25555-25561) „ 

[0156] [^M^!)12]STAT6-PLAP Uyii—^—y°9:^^V(Di^M 

HIV-1 kB-PLAP-<i^i5?— 7 7:^5:K (MOLECULAR PHARMACOLOGY, 
49:860-873 (1996)) ^$!j|Sg^^Spe l53j:TJ?Xba l-^m^tl^tio ^^^^ T/V;;&y7;^-;^:7 
T^— ^'(TaKaRa, 2120B) iCXm^ym^tl^fc^. T:ffvi—y^^7l^iCXmM.^mi^n 

SUPREC-OIJ (TaKaRa, 9040)^ffiV^TDNA77i5^^^>'h^ttt±ibx ^tl.^TK-PLAP^ 

[0157] ^Icl, Cellular Retinoid Binding Protein 2 (SIT. CRBPZt^-'t^M^/^^^^) 

n^—^—m^\^h^RXR:b^'^^i-^DNA$M^^. tirxliOTK-PLAP-<^^— :77^^ 
p<^h(^i^Abfc„ J;«9^#:e^i;i{i. iB^J#^:39:JoJ:U?iB^lJ#-^:40tC^Lfc:^yrf 
DNA (|5fc^^tt 0 ;^{c:'6^ffi) ^T45i<y5?:^^l/:^^K=ar'f— ( 

TOYOBO, PNK-103)-e^aLfc^. O.IM NaCli!Jfe5J;5}^NaCl^^JB;^. 65T:. 104> 

(D^. mm^x^^Mu T^— y^^'^-frf'o ifef-^ tk-plap-<^^— :79^'7;>'htc 

mmytV=i^DNA^V^—^^)t^(^:i39^<4:tW^^^. Cat.6022) tCj;«9#AbfCo 

;^i=»CO:k:M0:d^^>^^;^5K^IlIlt5lb^ ABI prism DNA sequencing kit (Applied 

Biosystems)^:: j;^9iS?'J^fii^^b. pCRBP2x2-tkPLAP^^i?7— (El 14) „ 

=?^DNA : CTAGTCAGGTCACAGGTCACAGGTCACAGTTCAAT (ia^!j#^ : 3 

9) 

:^!;d'DNA : CTAGATTGAACTGTGACCTGTGACCTGTGACCTGA (Ba^J#-^ : 4 
0) 

^iC. pCRBP2x2-tkPLAP^i^i5'— ;5^^)CRBP2x2-TK promoter§P'|A5:^<9t±lL^Co 
J;J9^^e^l^{*, pCRBP2x2-tkPLAP^i^^— ^ftlJRB^^Spe I*5j;t;?Hind IlJ-Ct^'fl: 

200bp(D/^>-K^^«9tliL. rsUPREC-OlJ (TaKaRa, 9040) ^ffiV^TDNA^^i/^^h 



wo 2005/090580 



67 



PCT/JP2005/005257 



:f5j;U?Hind III-e^^^bbfcPLAP basic^i?'^— CRBP2x2-TK promoter:7^i5^7«>'h 

^V0—^R)^^(^^9^<^:tm^^^±. Cat.6022) (j:j;i9if Abfco ^&{c:j;<9. 

:7"7>^^K^IHIlDlL^ ABI prism DNA sequencing kit (Applied Biosystems)(clj;«9iS^J 
^flfe^U. pCRBP2x2-TK promotei^PLAP basic^iJ^^— ^#/c(|l|15)o 
[0158] >-C. pCRBP2x2-TK promoter-PLAP basic^i^^— (DpCRBP2x2§P^^|^V >T 

, IL4RE(D::^yrfDNA^Jf AbTSTAT6-PLAP 1^^— :/9;^^K^#fCo 
6^ @B^IJ#^ : 4 1 :}3 J;U?@a^lJ#-^ : 42-X:^l.fc:t}) ^'DNA^f^Mb (Pharmacia 
biotechl;i'6fe0), ^tV-€tVlOO/i M(^:?'^^J;5(^TE^^5'v'T— (10 mM Tris-HCl pH 
8.0, ImM EDTA)-e^^UfCo ^<7)100 /i M<D:^IJ=fDNA^?S^25 If O^^PLT 
. gsr-eiO^^rHmLfcm^-. 37°C letrHl. mm'<:'}^M\^X:tV=i^DNA^T^— 
V>^^^^. IL4RE:^y=fDNA^#/Co :^y::fDNA<Di^Sia^J{iJ^T<50i::Jo«9-efeSo 
:^!J=?DNA: 

AGCGGTACCTCGACTTCCCAAGAACAGAATCGACTTCCCAAGAACAGAATC 

GACTTCCCAAGAACAGAATCTAGAGCT (MS^IJ^-^ : 4 1 ) 
:^y=^DNA: 

AGCTCTAGATTCTGTTCTTGGGAAGTCGATTCTGTTCTTGGGAAGTCGATTC 
TGTTCTTGGGAAGTCGAGGTACCGCT (gB^J#^ : 42) 

IL4RE:^y=i'DNA^$lJp:W^KpnI*5j;tJ?Xban^T?i{t:bfCo 

^tC, pCRBP2x2-TK promotex-PLAP basic-<i5^^— ^$!jlS^i^Kpnl:J^J;lJ«Xbanc 

^^^)^6.9kbp<D/^^^K?r^«9t±ib. rsUPREC-OlJ (TaKaRa, 9040) ?rfflV^TDNA:79 
^^^^^hfCTtttliL. ^tl'^TK promoter-PLAP basic^^^— :79^V^^hiL/Co 
. ^^TK promoter-PLAP basic^i^i5?—:79iJ^'p<>'hiC, ^J|5g^^KpnI*Dj;U?XbaUc: 
Xm^t\.fc.lL4RE^V:=^DNA^V:iff--'^Rf^^(^:h9^<4:tW^^^±. Cat.6022) 

LfcVK 0:^^60 AJ3i®d^fey^9;^5;K^lHlllXL. ABI prism DNA sequencing kit 
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iai6)o 

[0159] [mfe^!|13]STAT6^m ^^5^^^ :?'^^5:KOf^M 

}^hMm^^mWmm^^hm'MX5kmXVmM\^. Rneasy kitCQIAGEN^D^^T 
RNA^^SmbfCo likK, TAKARA RNA LA PGR kit(TAKARA) ^fflV^T. ^^=¥5/h 

LTTAKARA LA PGR kit:JoJ:t>lS?lJ#^:43^o j:U«iS^IJ#-^:44-e^Lfc::^y=?^ 
DNA(e^/M:^i^— lf^j;«9^A)^>^V^-CPGR^J^;^^TofCo PGR^ft^f*. 94^ 

73^ i05>Sj^i:^^TV>, #aSS^£:^^^J;ifTofc:o :/^-r-^-(DBa^J{*, J^T 

: GGGAATTGATGTGTGTGTGGGGTGTGGTGTGGA (iB^IJ#-^ : 43) 
: GGTGTAGATCACGAAGTGGGGTTGGGGGTTAGG (M^m-^ : 44) 

j^v^T. mmpcRmim^mmmmEcoRmxxj^xhaixm^tu m]^<mmmm 

EcoRI^Ditl^Xbal-e^ll^bL/cpBlescript SK(+):/9;^5;K(TOYOBO) fcy;^f — ^^SJ^; ( 

^:tiy-^<4:tm^^^±. Cat.6022) Abfco t'&t;iJ;'9. ^^^7°^;^^K^^J^ 

b^ ABI prism DNA sequencing kit (Applied Biosystems)}clj;^9BB^J^^Mb^ 
pBlescript SK(+)/STAT6:7'7^$K^#/Co 

'MWii^^'O. pBlescript SK(+)/STAT6^^;7^5:K^0!jPS^^EcoRI*5j;U^^XbaI 
-em^bbSTAT6jt'gT-^^«9 tUb. ^JIS^5^EcoRI:j3j;tJ?XbaI-em^bbfc 
pcDNA3.1(+):7"^>^5:K(lnvitrogen)(^y;?f — ^'KJ^: (^:iJy-^<^ytW:^^^±. Cat.6022 

®fe^LfcV^<o;e)i<D;'cMM;0^^:/9>^5:K^lHll|jlb. ABI prism DNA sequencing kit 
(Applied Biosystems)^clJ;^9gB^J^fllmb^ STAT6^^ ^i^iS'— ^^><>5K^#/c(EI 
17)o 

[0160] [Hii^il 14] STAT6-PLAP U:^-~^-~:fy:^^}^^^XXJ^STAT6^m. ^^^—Zf'yy^^ 
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DMEMJ^#|R-CliftJ$#LfcHEK293?MJ3S^lHllDlb. DMEMJ^#|g^ffiV^-C1.0 x 
lO' ceYLs/mlKf^^X^KMMl^f^ r^-C. DMEMJ^^I^^fi, DMEM (SIGMA, 
D6429) 500 mUclPenicillin Streptomycin (Invitrogen, 15140-122) 5 ml*5j;U?56S't? 

"^^MiMMMm^^ ml/well-f 06 weUilHISj^#ffl7V— h (Becton Dickinson 

Labware, 35-3046)(^^#, CO i5^— l^lTi^^b/Co S0 ^ OPTI-MEM I 

2 

(Invitrogen, 31985-062) ^?g-e*HJ!S^?5fe#b> 1.5ml(D OPTI-MEM I ^?^^^jnx.fc 
o OPTI-MEM I^t-R274 u U^500 p. g/mlC0STAT6-PLAP :7°^;^5:K*3j;U^^ 
500 /i g/ml(DSTAT6^Ji. ^^^—y^'^^^]<'^3 ju l-ro^;!)Pbfc„ -^(D^ 
Lipofectamine (Invitrogen, 18324-012) fi l^Mx.. ^^^20-^^4:^^^^ 

— hbfCo 1.2mlC>OPTI-MEM MW^Mk.^ tM.5mlO^|g?rm<Di^^±S 

icmMu CO -r^=3f.a.-<— tiT2B#r^j:taLfco ^mM&-^'^2o% tf^^x^ic 

2 

2 

Kxmmvfco se. ^^^ji^^hy-T'i/^^-EDTA^sb-c^M;^^^,^*;^^^, 

G-418(Geneticin : Invitrogen);$5^^^iSlmg/ml-^^;h.TV ^^DMEU^^WK5 
cells/mlttf:^X^icm!&^^MMV. 200/z l-^Ol{|g/welli!/^§J:5f-96well*BJ5^fflit-* 
h(Becton Dickinson Labware, 35-3072) fC?MJiS^^#. STAT6-PLAP 

:/^;?<>5:K*5j;t^STAT6^m :^^;^^K^S^Ai^n-wi::iMJi^^MiR 

[0161] >-^t:bfclfflJ3SdSiL4(DfiJ^t^j:«9PLAP?&tt;iS_b#i-§;5^^;a^^^ff^L 

VDMEMi^^m^MMl^. 1.0 X 10* cells/190 l/weIli:/ce^j;5fi:i96weIl?WJSafflj^^ 
:fU—hKm^^m\^^f^oM^.WL4i:fy/V}f^:t^J>.. 407635) ^^i^^iS^^ng/ml 
^/^§J;5t-20ng/ml(DtML4^10 n mm^mm^'l^Ml^fCo S 0 . m^±im^Mi\^ 
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MS-8496K) JCPLAP buffer (0.28 M Na CO -NaHCO pH 10.0, 8 mM MgSO )^100 

2 3 3 4 

Lumi-Phos 530 (Lumigen, Inc.)50ul^;(jPL. ^fPbfCo ^V^T. M^l.X. ^?M.-eiB# 
m4l^^=L-<—h\.fz.m^. :7'1/— by— (Perkin Elmer, ARVO) ^fflV^■r<k^l§ 

o 

[0162] mmm 1 5]E9m^mAKx^'^^:^^um (Air pouch) ^Tyi-<Di^m 

5% cytodexS (Amersham Bioscience, 1 7-0485-0 J: TJ^2% 

L/Co J;«9^#:6^(^f*. 5 g(Z)cytodex3^100 ml(DPBS (SIGMA, R8537) -CI^^L. :t 
—h^U—^iCX^mmUi¥^n<3f:io */c. 2%CMCmmi^. lOO mKOPBSt;!;?^^?'— 

^tC, E9mM^h])y'>'>-EDTAmiMVX^m^^hi^^^V. 1.0 X 10^ cells/ml^/ce^ 
X^KDMEUm^Wi^MiS^^MMl^fCo 1.0 X lO' cells(DE9^JlS{;i>tb0.2 g<D 
cytodex3^m^PbfCo J; '9;^#:6^ 1.0 x 10^ cells/ml<D|HJ|^^^?SlO mU;i>l?j-L. 
4 mlC05% cytodex3^?S^?M^Pb/Co ^t^^ ^Jia/cytodex3^?^?g^non-tissue 
culture plate (IWAKl, SH90-15)tC^#, CO S 0 . 

2 

m^miDlb. ^^'il-mf^^fTV\ ±m^m^fCo 2.0 X 10' cells/ml t^Si^X^K 

DMEummw^MK.. ^hKmM(D2%cMcmw^MK.. mm^mn.o x lo' 

cells/mU CMC(Dm:^M&:^n%tf£^X^iZ.mm^mMl^fCo 
[0163] 7^/V(WAKO, 055-01155) ^S!iT(^"C. CDF1'^[>>^( 0;^^^^— /V 

Xy^^— ) (c:27Gtf##5 ml(Z)7^/V^i/IJ:/v^-e-^'^7>^(D=^§|5^Tf-3 ml^M^V^tt. 
S^a^f^fifebfCo ^J^. ^J}S^^IS2ml^22G#f#^v'y>-v?(;iT^M«l^t;i^ 

Abfco -^^^—m^tcm.o x lo' ceiis(D^jis^#Abrco m^. i% 
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CMCeS ng/mltti:^XoKMW:\^fc\^hlL4(^/U}f^:t^J>^. 407635)1 ml^22Gt|-## 
(DT/l^^^-^hi^V^yh^BW (TERUMO, VC-H075H) M V ^TlS^^jfiL^frofCo 

EUSAm:f'^y^y'^—h(i^M^—^94hW^^^±. (a#MS-8496K) (ilPLAP 
buffer (0.28 M Na CO -NaHCO pH 10.0, 8 mM MgSO )^40{^MMV. Sk^^^^y" 

2 3 3 4 

/H0iul^^;!)nbfCo ^^^CLumi-Phos 530 (Lumigen, Inc.)50ju 1^^;!JPLT. ^fPbfc 
o J^VNT. ai3febT. ^ta-eiNFr^-r^^^^^— hbfc^l;i. hy— i?^— (Perkin 

Elmer, ARVO)^fflV>T^b^^3fe3^S«raiJ^LfCo -^TtDM;^, IL4fiM(c:J;t9, ik^ 

[0165] [^Jfe^!ll6]E9^J!S^A(-J;^'^'>;^^^« (Air pouch) ^y^/UX<DmWi¥mnm 

c:^^i5^^-e#§;5^^d^^:^f^i-5fcfe. in vitro ^;l*5V^T. IL4fiJ^tCj;§STAT6^tt>fb 
^i^^Lfcte^^tt^Pl*i-^ri:^s^e>tvTV^:5>fli-a'^^2-(6-[3-(4-:7/^:^^:7al^ 

/V)-lH-4-t°9i/y/V]-r5^y[l ,2-a]t°y v?>^-3— r/V)-l ,3-^T)/— 7V • 3Jt^:^ (H 
|^<2^li^02/088107-^/^^:7U5/h) ^-C^.^^^fo:^Co 
[0166] 5% cytodexS (Amersham Bioscience, 17-0485-01)^1^*5 J; t;?2% CMC^Ig (^^ 
X|IM^t5^^^tt)^I^Mb/-o J:«9=ft^6^lc:{*, 5 g<Dcytodex3^100 mlCOPBS( 
SIGMA, R8537)-eMb. hi^V— yi;iJ;«9i^0^f^^^f ofco */c. 2%CMC^ 
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Edmi^^hV^-^l^-EDTAmMLX^m^^hn^^l^. 1.0 X 10^ cells/mltts:^ 
XoKDMEUm^WK^S^^mMl^fCo 1.0 X lO' cells<DE9JMJlS(;i>i^J-b0.2 g<D 
cytodexS^MfPbfCo J:«9 1.0 x lO' cells/ml(D|fflJi^!PJ^ISlO mli^^U 

4 ml(D5% cytodexS^lg^^fpLfCo ^t^^ ?MiJ3S/cytodex31^^|R^non-tissue 
culture plate (IWAKl, SH90-15)tC^#, CO -f:/=ar:3.^— ^5?— (^ITJ^^L/Co S 0 . 

2 

ms^^muu m'L-mi¥^n\^\ ±m^m\^^tio 2.0 x 10' ceiis/mi 

DMEMi§#m^i)P;t. $^t^^*02%CMC^?S^;!3P;t, 'mS^M&^^l.O x 10*" 
cells/mU CMC(D:g:^iiS^n%^/cfc^ J;5 KmS^^MMl^fCo 
[0167] 7^/V(WAKO, 055-01155) ^S^^Tf^T. CDFl-^!>>^( 

Xyy^— ) (;i27Gtf#^5ml(D7"/V^iXlJ^/i;^-e-^!>><>(7)W§l3^Tf-3 ml^^^V>tb> 

Abfco -x'r^;:^— EEfe/c«92.0 x lo' ceUs(Dm^#AbfCo 

^tC. 2-(6-[3-(4-:77V:^ti7aic:^7V)-lH-4-t°^^yy/V]-r5y:/[l,2-a]fc°yv?>'-3— r 

MV^T^i^LfCo ^(DM^^b-^i^^l^^, 20 mg/kg-eSP^^bfCo — 

n^mmm^l% CUCXZ ng/mli:Jfe§J;5^-I^MbfctHL4(;^/Hf:^^i^. 
407635)1 ml^22Gi+#^i/y:/v^f^T-^'>;^(D^^^|^f3:#Ab. J;<^fPLfCo 
24^F^^. -^/^y^^^ai^^(07"/^^^-^hi?y5/h^?MW(TERUM0, VC-H075H 

ifiL^ti^^:7V^^65°C(D^?^ct'-el0^r^Mab. jfe#^(DE9|fflJiSi5fe(DPLAP?g 

iii^ay^b/co ELiSAffl:/95/i^:/w-h(fi^-<-i^^-rh^^^^± 

^ p"p#MS-8496K) IclPLAP buffer (0.28 M Na CO -NaHCO pH 10.0, 8 mM MgSO ) 

2 3 3 4 

^40 IX JfiL#i^>'>^/HO n \^WJW\Jt.o lilLumi-Phos 530 (Lumigen, 

Inc.)50Ml^»l-T. ^M^Pb/Co ^V>T. iS^feUT. ^S.-eiBtrB^-f^droL^— hbfc 
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hy— (Perkin Elmer, ARVO) ^ffiV^T^b#^3fe5tS€rS'J^bfCo ^ 
94. 1 % W]$lJ Vfc ( 0 20) o 

[0169] IMMM 1 7] SV40-PLAPW4<— :7'7;^5:K(D'f^M 

PLAP hasic^^^—Z^'7^^}^^(DKpn I / Hind IIIi^-l'h^;ISV40^^^— iJ?"— 
#yp?i5^w:^^K^#Ab. SV40-PLAPW^— i5^— :/^;:^5K^#fCo J:>9A#:e^l;i{*. 

pSEAP controlW^— :7°7:^5K(Clontech) ^Bgl II*Dj;t>Mu I-e-KUffLfc 

m^. mmmm^^y^'^i^'Tr^^R}t^(^:^'7^<4:tm^m±^ cat.6025) izx<o 

AJIIr0;5^^v^9;^5:K^[lIiIXb. ABI prism DNA sequencing kit (Applied 
Biosystems)KX'OMn^mmVtio '^^7'9;^^K^Kpn l*Dj;U?Hind lllX^Wr 

U SV40yi=i^— if>t^#fCo ^^mSVAOyvi^—^—mn^. fc^;?)^CJ?)Kpn 1 
*5j;lFHind lll-e-gDilfL./cPLAP hasic^i!^^—y'7:^5.}:lCV^—'^Rf^^KX\)^Al. 

<od^<7)AJ3§^;5^t>>^^;^5:K^lH|lDlb. ABI prism DNA sequencing kit (Applied 
Biosystems)l;iJ;«9ga^J^?g^U. SV40-PLAPlxJK—i5^—:r^><>5K (11121) ^#fc„ 

[0170] [Ilife^Jis] SV40-PLAP1/*?— :7"^;^5:K^^^A*0Ji^(^f^M 

llife^!jl2-e#/cSV40-PLAPV;K— :7°^;^^K^Effectone Reagent (QIAGEN, 
Cat. No. 301427) ^ffiV>T. W^liaJ}a^5^MKN-45^Jia(z:^Ab. ^^^AlfflJI^^ 
i^ti— ^^-i^LfCo J:D*#:6tJ^^{*. RPMl^^?g-e^fti§^bfcMKN-45iBJia(jCRB 
mS^^^l^^. JCRB0254)^|H|lt5lU> RPMIi^^lg^fflV^TlO x 10* cells/mUcl/^6J;5 

izmmi^fco m^. mmmskmmm^2 mi/weii-r oe wei\mmmmm-:fi^—h 
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(Becton Dickinson Labware, 35-3046)tC^#. CO ^✓^^^il^— (CTJ^^bfCo 

2 

0 . SVA0-PLAPU:^—^—:fy:^^V2 At gi^EC buffer 200 l*5j;tJ?Enhancer 16 
til^MK.. ^UKX5^m^>^=^^—hVrc^. ^^DNA^IgfZlEffectone Reagent 

mW. 964 l^;(jPx.-Cmb. 964 1 / well-ro^Ji^(DJ^#_h?S{^^j)PL. CO -T^ 

2 

fi^i^b. 600 Mg/ml COG-418(Geneticin:Invitrogen)^^t?RPMIi§^m^ffiV^T^ 
i^LT. 15 cmilHISj§#fflv'-^—l/ (Becton Dickinson Labware, 35-3025) K^^. 
CO 4>^^^—i^—KXm^^mU\^tio 600 M g/ml <DG-418^tf>RPMIj§^?g 

2 

-EDTA^m\^x^m:^^hm^^i.. 'Bmi^m^^ m^^^mi^x^vi—iyitu 

MKN-45/SV40-PLAP(M l)^#/Co 
[0171] [mSFlll9]In vivo\C^n^SV40-PLAPU:^—^—y=7:y^^}^^m^AmM(D^'^m\^ 

600 ^ g/ml(DG-418^-a-tpRPMIj$^m-e|ifti^^b/cMKN-45/SV40-PLAP(Ml) 
(mMmi3)^h])y'iy>'-BDTAmML-X^m^^hi-iii)^\^. 5 X lO' cells/ml(;i/ce§j;5 
(;iRPMlJ§^IS(c:-C^^LfCo 100 nl(DmS^MMW(5 x 10^ cells/mouse) ^BALB/c 

mi ml^^t^M(26G#f#)^ffiv^T#WLfco 0 ^-^"^3* 0 . ---^-^y>^='-h--^ 

(il-OtS^MCfCo ^gjfiLLfc«f*. -^•^hi^V^yhmm^'L-rnKX 
10,000 rpm. 25>rfl<^^>L^^a^m\ JfiL#W5>^^^bfCo Jfe^f*. ^SI^:S;!K 
-eiOf§(^#|RL'C10f§#3^iklf^b. PLAP|gWJ^«-20°C(C-C?:t*^i5fe#L/c 

mmM4ic^i.f:i:fjmxn<^tio 

[0172] -^(Dl^;^, jfiLCt'PLAPM-tt}*. MKN-45/SV40-PLAP(Ml)3|^1ttftl^f*lOOOunitsiE;(. 
Tf£ofc;5S. J3t5©#:^(Dlt;!}Ptc#o-C_h#bfc(ll|22)o jfiLftiPLAP^'|4(D^«{b 
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[0174] ^^MKxy). ^\ihmm^ryi-K^n^^mm^^(Dm^mmmm^^vtim 

[0175] ^/c. ^mm i^^^. 4¥\^hmm'ey^Mc^\ ^T. m^mmmm^^i^fcm^f^^ 
[0176] m^mmmmti.xummm^mmmm^m\^^x. ^mm^>^^<^mm^ 
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[13] m^mmz.Bm^-^^^i[:^^%::^^V—^>i^ir^:ljm-^^h<>X. 

[16] ^mm^iy^^^mK ^mm(Dmmx-h^m^^i^K^m(Dijmo 

[17] wmmT;vtiV'7^^'7r^—^x^^. mm^i&\^mm(D:^mo 

[19] 5>BMT/V';?7y:7;j-;^:7r^— ^'^5. ii^mmm^^^T;vm'7:i-:^'7r^^-^X^^ 
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[22] ^^(D^j^m^>^<^Mm<Dwi'M7!)^. mmm^wm^x'on^h<D^^h^. »^^2i 
[26] m'^^^^mmmm:d'K svao^u^—^—^ cMv:/n^— , ^^v^^^r^— if 

y^n^— , Ubiquitin Cy°u^^^—, Elongation factor 1 alpha (EFla) 
^' — ^ jS -actin'T^tiqE-^ — — ^ Glyceraldehyde-3-phosphate dehydrogenase ifvi^' — 
Phosphoglycerokinase:7^n^— ^ jS 2-Microglobulin:/n^— :}oJ:t)« j8 
-Glucronidase:7°n^— ;5^b^ce^P;5^^jl^$tl'5^"/^<i:t>— 0(DiB^IJ-efo:5. 

(a)5>tSMi5^W-?i^®^3-K-rS^y^i^V:^^K^-^tf>^m^i^^-^5^A$ttfc 

[30] #«lfflj§smt-:^#^-^x.§^k'^i^^;^^y-^^^^i-§;^&-e*>o-c. 

(a)^b'a-i^^^^$tv^c#th»ji^(z:5>M^^^^-?:^'®^=3-K«#yp?^w;^-^K 
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[33] 6^mm<Dmm^K ^mmT/u^])y:t:^yT^—^xh^. it ^^32t;ifBm<^;^& 
[36] ^mmmmmMT/\-:fy]}:7^y^^r^-'^^\ mmm-^:iixm^ti^T^ymmm 

[37] jfiL4^(D5)-tS^^/-^^®*^a!l^i-^^^^#1i:^i-§. ff^:S31-36(DV^-ftl.;0^1 

[38] isL^(D^m^i^^<^'m^(DmmiiK mm^m^mKi:y)mh(Dx^^^ m^^37 

[39] ^m^tt^^. T;v^V'7^:^'7r^—M^'[^X^mn^^ms\z.mmco:^mo 

[41] ^^^j^ga^j^o^^ ts^6^^^M^ia^j^'^tft5<^-efc^. w^^3i-4oov 

[42] tB:S'6^fe^0lJ^iB^lJ;55> SV40^n^— , CMVT^n^-^— . ^5:v?^dr^— 

Ubiquitin CZ^vi^--^—^ Elongation factor 1 alpha (EFla) 
— ^ i8 -actin'iT^n^' — ^ — ^ Glyceraldehyde-3-phosphate dehydrogenase y^vi^' — 
PhosphoglycerokinaselT^n^— i?^— ^ j3 2-Microglobulin>^n^— ^5^— 4oJ:t)^ j3 
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[47] M^«l-45(DV^Ttt/6^1^^;l|EftO;^&^c:fflV^6fc^6<D. 5>^Si5^^/-^^®^=3 
[48] M^^l— 45cDV^-rtt;^)^l^^;lWB^(DS!l^;^&^-fflV^^fc^?)<Z), 

[50] M^^l■^45(DV^-r;^^;^>^l^^;l|Bft(D;^fe^;lffiv^^fc^?)<D. ^mmi^:y^<^M^=^ 

o 

ir^^tKX<>xnhtit:i^mm^i^^<^M^m^ir^4¥^hmm^^irmm^^y 
K 
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